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& Čižmár, T. "High-fidelity multimode fibre-based endoscopy for deep-
brain in vivo imaging." arXiv preprint arXiv:1806.01654, 2018.
2. Flaes, D., Boonzajer, E., Stopka J., S. Turtaev, de Boer, J. F., Tyc, T., and
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Progress in modern biology and particularly in neuroscience constantly relies
on the development of new techniques to investigate the structural and dy-
namical complexity of living matter at the cellular and sub-cellular size levels.
An ongoing challenge is to achieve minimally-invasive and high-resolution
observations of neuronal activity in vivo inside deep brain areas. A perspec-
tive strategy is to utilise holographic control of light propagation in complex
media, which allows converting a hair-thin multimode optical fibre into an
ultra-narrow imaging tool. Compared to current endoscopes based on GRIN
lenses or fibre bundles, this concept offers a footprint reduction exceeding an
order of magnitude, together with a significant enhancement in resolution.
This thesis represents one of the first attempts to move multimode fibre
based systems from imaging of static targets and fixed samples, towards dy-
namic and challenging environments as a living animal.
High-performance holographic methods implemented on the fastest avail-
able nowadays spatial light modulator allowed to design compact and high-
speed system for raster-scan fluorescent imaging at the tip of a fibre with
micron-scale resolution, dictated only by the numerical aperture of the probe
and the high purity/contrast of the focal points approaching the theoretical
limits. These factors made the system capable of in-vivo observations of cell
bodies and processes of inhibitory neurons within deep layers of the visual
cortex and hippocampus of anesthetised mice.
Future advancements will strongly rely on the development of new fibre
types directly optimised for the purposes of holographic endoscopy. Utilising
such custom-made fibre with significantly enhanced numerical aperture, al-
lowed demonstration of the focusing power of the best water-immersion phys-
iology objectives, but also extend the applicability of holographic endoscopy
towards minimally-invasive implementation of optical manipulation.
The results achieved pave the way to in-vivo implementation of numerous
techniques of modern microscopy including multiphoton, super-resolution





1.1 Penetration depth of light-based microscopy
A number of the most exciting secrets in tissue, organ and even organism func-
tioning are encrypted at the cellular and sub-cellular levels, deep inside the
living matter. Deep functional connectivity between different levels of the bi-
ological organisation very often cannot be studied outside the natural unper-
turbed environment. Currently untenable for modern non-invasive imaging
techniques, a combination of high resolution and extended depth of penetra-
tion required, raises a significant obstacle for the studies of biological processes
located in deep tissues (see Fig. 1.1).
FIGURE 1.1: Trade-off between resolution
and penetration depth for common meth-
ods of biomedical imaging. Reprinted from
[1]
The optical microscopy as a key
tool of modern biology to observe
cellular properties struggles to pene-
trate deeper into the biological sam-
ples due to natural limitations. The
penetration depth, as well as the ax-
ial resolution of light-based imaging
systems, strongly depend on the op-
tical properties of the sample itself.
Living tissues of almost all organ-
isms are highly scattering optical me-
dia with complex spatial variations
in the refractive index [2, 3], which leads to significant aberrations in focus-
ing through a thick sample and dramatically decreases imaging quality.
In general, the penetration depth of light-based microscopy is determined
by the distance, which non-scattered (or ballistic) photons can travel in the
tissue. A portion of photons remaining ballistic (B) as a function of distance
along the optical axis (z) follows Lambert’s law [4]:
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B(z) = exp−µs z . (1.1)
Mean free path (MFP), defined as the reciprocal of the scattering coeffi-
cient (µs), describes the average distance, that a photon travels between two
consecutive scattering events. Having values about 100 µm for biological tis-
sues, MFP limits the penetration depth of basic imaging approaches (i.e. epi-
fluorescent), although, in order to preserve diffraction-limited resolution and
low noise operation caused by scattered photons, working distance usually
only reaches 10-20 µm [5].
At longer distances, multiple scattering events efficiently deviate the pho-
ton propagation direction from the optical axis, resulting in light diffusion at
the distance defined by transport mean free path (TMFP). The TMFP is ex-
pressed as 1/(1− g)µs, where the parameter g reflects the probability of scat-
tering in the forward direction [6]. In real tissues, g is in the range of 0.8–1 and
results in TMFT values about 1 mm [5, 7]. These distances could be covered by
advanced imaging techniques such as confocal and multiphoton microscopy,
whose efficient mechanisms of scattered light rejection allow for extending the
penetration depth to the range of several tenths of micrometres up to one mil-
limetre [5, 8] (see Sec. 1.5 for more details on advanced in-depth imaging).
Imaging with optical methods beyond the depth defined by TMPF is an
ongoing challenge in modern microscopy, mostly driven by the urgent need
to gain an access to deeply located tissues for further studies of biological pro-
cesses in vivo.
1.2 Complex photonics: dealing with scaterring
media
Advancement of spatial light modulators (SLM), allowing precise control of
the wavefront through a computer, has opened the way to address a number
of problems related to wave propagation in complex environments where the
light undergoes multiple scattering [9]. Recently developed digital hologra-
phy methods allow focusing and imaging through scattering media, which is
particularly relevant for bioimaging applications, where, as was explained in
the previous section, natural inhomogeneities in tissues significantly compro-
mise penetration depth. The first experiments reveal the possibility to focus
the light through and into the turbid medium by tailoring an input wavefront
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FIGURE 1.2: Light propagation in a turbid medium. a Wavefronts transmitted
through a turbid medium are distorted due to multiple scattering events. b The output
modes Em are related to the input modes En through a transformation matrix which
completely describes the optical propagation through the turbid medium.
[10, 11]. This idea gave birth to different wavefront shaping techniques includ-
ing iterative algorithms [10, 12], time reversal or phase conjugation) [13–15],
and the concept of transformation matrix (TM) [16, 17].
Probably one of the most established and influential approaches to deal
with scattering is a measurement of the transformation matrix of a medium.
Since scattering can be, in the majority of cases, considered as a linear pro-
cess, the optical propagation within a scattering medium can be described in
terms of a matrix of complex coefficients [17]. Arbitrarily complex incident and
transmitted fields can be decomposed in sets of input and output orthogonal
spatial modes, which are mutually related by the TM. This is schematically il-
lustrated in Fig. 1.2. With the knowledge of a TM corresponding to a specific
medium, one can simply calculate which phase and amplitude distributions
have to be provided in order to synthesise a desired light output. Separately,
images transmitted through a turbid medium are typically transformed into
an unrecognisable speckled pattern, but the original image can be recovered
by deploying the TM [16]. In other words once the matrix is measured it makes
the medium predictable and opens huge perspectives for the applications.
Although observations behind a turbid medium can be of practical inter-
est in some applications, it is naturally much more desirable to achieve ob-
servations directly within the turbid environment itself; here, however, one
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does not have access to direct observations of the output field. Feedback from
within the turbid medium is therefore provided using solid, typically fluores-
cent particles, sometimes referred to as guide stars (due to their analogy from
astronomical applications of adaptive optics) [10, 18]. In practice, this leads to
the requirement of having such particles in the area of interest. Moreover, this
does not allow for a full measurement of the TM, since one only has access to
a single output mode. In cases where one does not operate in completely dif-
fusive regimes, the neighbouring components of the TM can be approximated,
up to an extent, by the so-called memory effect. In case the medium is reduced
to a thin turbid layer the memory effect can be very large which, in turn, al-
lows imaging without any a priori feedback from the imaging plane [19, 20].
Powerful techniques to eliminate the need for solid particles have also been
identified in the employment of ultrasonic encoding [21, 22].
Although complex photonics, with all the potential described above, still
has a long way to find its own niche in practical biomedical imaging, it made
the optical community to revise the conventional views on optics, and allowed
to benefit from the turbid media, which for centuries were considered as inap-
plicable and adverse in optical systems.
1.3 Beam shaping through multimode fibres
Optical systems have traditionally been understood as series of components
acting in a predefined and determinate manner. This notion is currently un-
dergoing a steep transformation due to rapid advances in the technology and
methods for spatial modulation of light. Reconfigurable elements, such as
computer-controlled holograms, now facilitate the deployment of unusual and
frequently very complex optical media with physical or functional properties
that bring significant advantages to particular applications. A good example
of this concept is the holographic control of light propagation through multi-
mode fibres, which allows turning a single fibre into a small footprint endo-
scopic probe for minimally invasive access to deeply hidden tissues.
When light propagates within a multimode fibre, the incident optical field
is projected onto numerous concurent waveguide modes. Each of these travels
with different propagation constants (or equivalently, different phase veloci-
ties), a process known as mode dispersion. Additionally, modes can couple
to one another by exchanging energy due to bending or looping of the fibre,
as well as to the presence of impurities and inhomogeneities within the fibre;
this is known as mode mixing. Both processes combine to distort the original





























FIGURE 1.3: The multimode fibre as a turbid medium. a Focusing light through
a MMF. With the knowledge of the transmission matrix (TM) of the fibre, one can
spatially modulate the wavefront at the proximal end such that the optical field is
tightly focused at a certain working distance from the distal fibre facet, producing an
aberration-free diffraction limited spot. b Wide-field imaging through a MMF. Once
the TM of the MMF has been determined, the optical field at a given distance from
the distal end of the fibre can be retrieved from the speckled pattern originated at the
proximal end.
wavefront, and upon propagation of just a few hundreds of micrometers, the
resulting output field is a complex speckled pattern with little or no resem-
blance to the initial field distribution. Although relying on different physical
mechanisms, the apparently randomising nature of light propagation in mul-
timode fibres (MMFs) is thus somewhat analogous to transmission through
turbid media. When it comes to bio-medical imaging applications, the TM of
the optical fibre can be acquired prior to its application, with direct optical ac-
cess to the distal end of the instrument. Once, past the calibration step (TM
measurements), the fibre is ready be inserted arbitrary deep into the tissue,
providing microscopy at the tip of a probe.
Analogies of the feedback algorithms mentioned above [23–25], the trans-
formation matrix acquisition [26, 27], as well as the principles of digital phase
conjugation [14, 28] have been successfully exploited to perform beam-shaping
and imaging through MMFs. Fluorescent imaging [24, 26, 28] and micro-
manipulation [24, 26] can be performed by scanning a focused spot at the distal
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end of the MMF, as schematically illustrated in Fig. 1.3 a. Scanner-free wide-
field imaging has also been demonstrated. Here the acquired TM is used to
retrieve the optical field at the distal fibre facet from the speckled pattern, ei-
ther by physical inversion of the TM using a SLM [26] or by numerical post
processing [27], as depicted in Fig. 1.3 b.
The recent past has witnessed a real acceleration of these possibilities. Most
of the methods above have only been demonstrated using narrow-band laser
light. This, unfortunately, stands in the way of introducing advanced methods
of microscopy based on multi-photon excitation. In the pulsed regime, both
the material and modal dispersions broaden the pulse in the time domain. A
recent study, however, shows that purely spatial encoding can be used to opti-
mise both the spatial and temporal domains. The authors were able to deliver
focused sub-picosecond pulses through a 300 mm-long fibre, demonstrating
two-photon absorption through the MMF [29].
Papadopoulos et al. demonstrated focusing beyond the diffraction limit of
the MMF by placing a diffusive media in the distal end of the MMF, which
increases the effective numerical aperture (NA) of the system [28]. Another
approach to increase the imaging resolution in MMFs consists of illuminating
the object with a sequence of random intensity patterns and reconstructing
the image using a linear optimisation algorithm [30]. This technique demon-
strated a two-fold increase in resolution compared to localised sampling. Due
to growing interest in the field, researchers got access to custom-made fibres
allowing to extend focusing and as a consequence, resolution ability of the
probe up to effective NA of 0.6. Chapter 4 of this manuscript demonstrates
implementation of a custom-made fibre probe with an ultra-high numerical
aperture reaching 1 This allowed the more advanced biophotonic technique,
of holographic optical tweezers, to be delivered through such a multimode fi-
bre, providing three-dimensional micromanipulation in optically inaccessible
complex environments.
For several years, the most significant criticism of these approaches has
been seen in the necessity to perform imaging in rigid geometries. Any defor-
mations of the fibre, such as those introduced by bending or looping, modify
the TM of the fibre, which can severely deteriorate the image retrieved. Real-
time measurement of the TM has been used to dynamically compensate for the
fibre bending [31]. Another approach was based on a virtual coherent source
serving as a beacon, by recording a permanent hologram in the distal tip of the
fibre [32].
A radically new alternative in treating multimode waveguides, provides
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a possible solution to the major issue of fibre bending, was introduced by
Plöchner et al. [33]. Unlike other diffusive media consisting of highly disor-
dered scatterers, optical fibres are actually homogeneous media featuring a
remarkable cylindrical symmetry. Using an advanced theoretical description
of light propagation and highly precise experimental methods, the authors
have demonstrated that MMFs are in fact highly predictable systems. They
could experimentally confirm the existence of propagation-invariant modes
(PIMs) conserved upon propagation over distances as long as 300 mm. Fur-
thermore, they have demonstrated the possibility to perform imaging with a
TM predicted theoretically, thus completely eliminating the need for empiri-
cal acquisition of the TM. Such achievements also facilitated a detailed study
of the influence of fibre bending, which introduced a major simplification of
the problem and allowed the authors to perform imaging using the predicted
TM in significantly deformed fibres with curvature reaching their long-term
damage threshold.
The generation of the digital holograms is computationally demanding,
and typically limits operation to pre-calculated holograms. Using the graphics
processing unit (GPU) of a computer to perform the hologram calculation was
also shown to improve the speed, by up to two orders of magnitude, allowing
for real-time image control through MMFs at video rates [34, 35]. However, the
main speed limitation, preventing the real microscopic application, is caused
by the low refresh rates of light modulators, which defines imaging (scanning)
rate for the vast majority of above-mentioned techniques. The next section
presents an overview of the most established types of devices for spatial light
modulation.
1.4 Liquid-crystal and Micro-Electro-Mechanical
spatial light modulators
Nowdays, commercially available SLMs are based on either liquid crystal (LC)
technology [36], or optical microelectromechanical system MEMS [37].
1.4.1 Liquid-crystal modulators
Originally developed for video projectors, LC-SLM promptly attracted sci-
entific interest. Released in the late ’90s, high-resolution full-phase modula-
tors immediately found new applications in holographic optical tweezers, ad-
vanced microscopy, holographic displays, data storage and optical computing.
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Over the last two decades, LC technology reached its maturity, now offering
diversified set of devices. Using different LC material types, substrates and ad-
dressing methods, particular parameters can be optimised [38], making tech-
nology more flexible to cover a wide spectrum of applications.
For example, utilising the ferroelectric LC allows kHz level switching rates.
Such devices only allow binary phase modulation and are usually used in off-
axis configuration [39], which significantly reduces their efficiency.
Twisted nematic crystal based modulators can effectively modulate the po-
larisation of light and combined with polarisation film, it is now the gold stan-
dard of LC based screens and projectors [40, 41].
On the contrary, parallel-aligned (PAL) nematic crystals, since they have
a linear arrangement of the molecules, allow precise control over phase hav-
ing fixed polarisation state. Although most LC-SLMs are electronically driven
/ addressed, i.e. voltage applied to each pixel changes birefringence of LC
material inside, there are optically addressed examples too [42]. Amplitude-
modulated light, projected at the back plane of LC panel, steers the voltage
across the LC layers, so having no physical pixel separation such devices can
reach a fill factor close to 100%, yielding an ultra-high diffraction efficiency,
which is particularly suitable for extremely low signal applications.
The closest competitor, in terms of efficiency, among electronically ad-
dressed devices uses liquid crystal on silicon technology (LCoS) [43]. While
this only reaches a 90% fill factor, it brings substantial advantages, such as
reduced cross-talk and smaller physical size.
1.4.2 Micro-Electro-Mechanical modulators
As well as liquid crystal technology, Micro-Electro-Mechanical or Micro-Opto-
Electro-Mechanical Systems (MEMS/MOEMS) [44], began its rapid develop-
ment in the ’80s. MEMS devices have common major advantages when com-
pared to LC. These are broad spectral range, high frame rate, possibility to
operate with nonpolarised light and long lifetime.
At the end of the ’90s it led to the entry of the first developed products for
video projections based on two most successful technologies - Grating Light
Valve (GLV) [45] and Digital Light Processing (DLP) [46]. The first one, based
on reflective movable ribbons mounted on a silicon base, operates using a dy-
namically adjustable diffraction grating. Nowadays, it is mostly employed in
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projectors for domes and planetariums, but the GLV also found its applica-















FIGURE 1.4: General parameters
of DMD and LC-SLM.
The second technology - DLP, uses
a digital micromirror device (DMD). A
DMD chip has on its surface several hun-
dred thousand microscopic mirrors ar-
ranged in a rectangular array which cor-
respond to the pixels in the image to be
displayed. The mirrors can be individu-
ally tilted to an on or off state. Due to
high switching rates of around 10s of kHz, colour channels can be displayed se-
quentially, and the greyscale (intensity modulation) is controlled using binary
pulse-width modulation. Today, DMD based systems dominate the market of
cinema and pico projectors and continue to oust LC-SLM in the sector of front
projectors. Although such a great commercial success and mass production
significantly reduced the price of DMD chips and made it affordable for lab
usage, the lack of direct phase modulation limits its applications in photonics.
Another notable member of the MEMS family is the deformable mirror, de-
signed as a micromechanical analogue of light modulators, which is widely
used in adaptive optics [47, 48]. Gathering all the advantages of MEMS to-
gether with the possibility of direct phase modulation, it has become one of
the essential tools for wavefront correction in astronomy and microscopy as
well as for pulse compression in ultrafast photonics. Designed specifically to
work in the zeroth diffraction order, such devices have a very low resolution,
but high speed of modulation (units of kHz).
Recent technological advances in lithography are another driver for the fur-
ther development of MEMS-based phase SLMs. Most promising phase modu-
lators based on pistonlike mirror arrays show high performance in both phase
control and frame rate [49, 50]. Unfortunately, the availability of these devices
on the market is limited, usually, they are ether designed internally in the com-
pany or custom made for the particular system. Growing industrial interest to
holographic displays can dramatically change the situation in the next decade,
making high-resolution and high-speed phase modulators available.
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1.4.3 Choosing SLM for complex photonics
Due to high resolution and modulation depth, LC-SLM (LCoS PAL) is the most
common solution so far for complex photonics applications. Providing high
diffraction efficiency in the off-axis regime, the LC modulator is a perfect fit
for high power demanding applications. A good example of such application
is demonstrated in Chapter 5, where a LC-SLM was implemented for holo-
graphic optical tweezers through the MMF.
However, when considering imaging applications, and particularly those
relying on the raster scanning of a laser focus inside or behind a complex
medium [24, 26, 51], the SLM refresh-rate becomes a vitally important at-
tribute. LC-SLMs have been employed in numerous pioneering experiments
involving these forms of imaging, but with refresh rates at 10 - 200 Hz, ac-
quisition of a single frame containing a few kilopixels of data typically takes
several minutes [24]. Such low frame rate represents a severe obstacle for the
majority of possible practical applications. The combination of LC-SLMs with
a faster beam-steering technology has been demonstrated to accelerate acquisi-
tion rates by over two orders of magnitude, however, this solution significantly
compromises maximum achievable pixel-resolution [26]. DMDs, which are
based on micro-electro-mechanical systems (MEMS) technology, have there-
fore emerged as a powerful solution to this problem. Unlike LC-SLMs, which
typically modulate the phase of the reflected wavefront with a depth of 8-12
bits, DMDs operate as purely binary amplitude modulators, posing a limit to
the precision and efficiency with which each degree of freedom can be con-
trolled [52, 53]. Nevertheless, it has been already shown that using a DMD in
the off-axis regime [54, 55] makes it possible to measure the TM and to perform
beam shaping through both a diffuser [56] and an MMF [27, 31] at very high
speeds.
Chapter 3 presents a side-by-side performance assessment of LC-SLMs and
DMDs as diffractive elements when applied across a wide spectrum of com-
plex media, revealing series of non-obvious practical differences between the
devices.
1.5 State of the art in light microscopy for deep-
brain imaging
Throughout the whole of its history, neuroscience constantly relies on light mi-
croscopy techniques for brain observations at a cellular and sub-cellular level.
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Evolving side-by-side, these fields walked a long way from first histological-
only observations of cellular morphology by Golgi and Cajal, towards modern
experiments, involving routine monitoring of cellular and circuit dynamics on
timescales ranging from milliseconds to months. Recent tremendous progress
towards advanced imaging techniques, functional dyes, and labelling meth-
ods, allowed to significantly extend the spectrum of applications across mul-
tiple spatial levels, ranging from sub-diffraction-limited microscopy of an in-
dividual cell to monitoring of thousands of cells distributed across a large vol-
ume. An ongoing challenge is to achieve high-resolution observations of neu-
ronal activity in vivo inside deep brain areas. The typical scattering lengths, in
other words, the distance over which scattering will reduce light intensities by
a factor of 1/e, in the brain are in order of 100 µm [57] for visible and around
200 µm for near-infrared spectral regions [58, 59].
1.5.1 Two-photon microscopy
Currently, two-photon microscopy is a golden standard for brain imaging [60],
which allows using NIR light (less affected by scattering) to excite dyes with
absorption lines located in the visible region of the spectrum, via a two-photon
process. Applied in a raster-scan regime, this method implies harvesting a
whole fluorescent response leaving the tissue, despite its route from exited
volume towards a collection objective. These two factors allow reaching up
to 750 µm of penetration depth [4]. Moreover, being a nonlinear process with
a quadratic dependence of excitation rate on intensity, this technique allows
for significant suppression of an out-of-focal signal as well as photobleaching.
With all these advantages multiphoton imaging has greatly improved the un-
derstanding of the cellular and local circuit organisation involved in a variety
of brain functions such as sensation, perception, cognition, and movement via
visualisation of structures and functions of neurons in the living brain, partic-
ularly the cerebral cortex. Modern trends aim to broaden the detection area
for studying neuron subpopulations and interlayer connectivity at the subcel-
lular level [61–63]. A significant attempt was aslo made over the last decade in
order to extend operation depth of two-photon microscopy, including:
• implementation of adaptive optics for active aberration correction [64–
67];
• developing lasers and regenerative amplifiers with lower repetition rate
to obtain higher energy pulses shows the potential for two-photon exci-
tation at depths up to 1000 µm [68, 69];
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• shifting towards even longer wavelengths around 1250 µm, using Cr:
Forsterite lasers [70–72];
• switching to a three-photon regime, using laser systems with a wave-
length around 1700nm for excitation of red fluorescent dies provides the
means for imaging at the depths exceeding 1100 µm [8].
In conclusion, multiphoton microscopy, being already a clear leader among
non-invasive deep-brain imaging techniques, has a potential to extend the ap-
plicability to the whole neocortex region of the animal model (up to 1000 µm
depth for mice). Access to deeper located regions usually implies surgical re-
moval of overlying tissue and implantation of an imaging window or microen-
doscope.
1.5.2 Microendoscopy
The microendoscope is a thin, usually rigid, optical probe, typically 350–1000
µm in diameter, which guides light to and from deep tissue locations, allowing
in-vivo imaging of previously inaccessible brain regions [73–79].
Despite differences in fundamental principals of operation and design, mi-
croendoscopes usually act as an optical relay, allowing introduction of vari-
ous microscopic techniques, including epifluorescence [74, 77, 78, 80], confocal
[81], two-photon [73–75], second-harmonic generation [79, 82], light sheet mi-
croscopy [83] and even super-resolution imaging [84] deep inside the brain.
GRIN lens based endoscopes
Nowadays the most established techniques of microendoscopy are based on
the gradient-index (GRIN) lenses/rods with parabolic-like lateral profile of re-
fractive index, mimicking Hopkins’ concept of conjugated lenses, which relay
image from one facet of the rod to another.
Single rod designs, as well as composite probes, totally dominate among
all other endoscopic concepts used in neuroscience, for example, 5 out of the
6 above-mentioned imaging techniques, which were successfully applied for
deep-brain imaging, were implemented through GRIN rod based probes.
Commercially available probes, with diameters starting from 350 µm and
numerical apertures reaching 0.5, show a good fit to tough constraints for brain
imaging, providing up to ∼1 µm lateral and ∼10 µm axial resolutions [74, 75,
85]. Despite the advances in the development of index profiles optimised for
imaging, the resolution of such systems is not limited by diffraction, but rather
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by optical aberrations within the endoscopic probes. Due to the shape of index-
profile, effective NA is not uniform across the facet, so the highest achievable
resolution is restricted to the central region of the lens and fades out towards
its edge, which could lead to excessive tissue damage caused by outer parts
non-proficient for imaging.
The small size of GRIN lenses inspired the development of miniaturised
head-fixed microscopes for imaging in freely behaving animals [85–89]. Al-
though scaling down the optical schemes led to increased aberrations and, as
consequence, a drop in resolution, this concept is still the most established and
even commercially available way of observation of neuronal activity in motile
animal models by the means of light microscopy.
Fibre bundle
Traditional endoscopes based on fibre bundles allow transferring the image
from distal to proximal end, by probing an intensity in each core indepen-
dently. Such probes usually suffer from low spatial resolution, because they re-
quired significant inter-core spacing to prevent cross-talk. Although miniature
fibre bundles are commercially available with diameters down to 160 µm (con-
tains only about 1600 cores), they cannot offer sufficient resolution for imaging
of neuronal structures, which was proven by early in-vivo studies [90, 91].
In order to increase the resolution (at cost of field of view), magnifying
optics could be placed on the distal end of the bundle. This consists of a set
of microlenses [92, 93] or a grin lens [83, 94] attached to the tip of the fibre.
Although a series of different high-resolution imaging techniques were suc-
cessfully implemented through fibre bundles, including confocal, structured
illumination and light sheet microscopy, there are only two reported attempts
of their application for brain imaging. In both cases, bulky optical components
on the distal end of the fibre led to the removal of significant volumes of the
brain during the implantation process. However, recent works on holographic
beam shaping through the lensless probes [95], reaching diffraction (NA) lim-
ited performance, as well as miniature micro objectives 3D printed directly on
the fibre tip [96], can in the near future make bundles more appealing for neu-
roscience, especially taking into account their inherent bending insensitivity.
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FIGURE 1.5: Trade-off between resolution and instrument’s foot print for
light-microscopy approaches implemented in vivo. The blue circle repre-
sents a result demonstrated in Chapter 4. The red cross shows estimated
performans of custom-made fibre probe used in Chapter 5. Remastered
from [97].
1.5.3 Holographic microendoscopy through multimode fibres
Rapid progress in neuroscience research, particularly relies on access to living
brain tissue with minimal affect on its functions, which dictates further minia-
turisation to overcome existing constraints. For example, the network of blood
vessels in the cortical region can have spacings as small as 200 µm [98], as well
as works on micro-electrophysiology claim significantly increased detrimen-
tal effects on the rodent brain (compression and damage to the surrounding
neuronal processes) caused for probes wider than 60 micrometres [99].
Multimode optical fibres are thin glass waveguides, which typically have
much smaller diameters than currently avaliable endoscopic probes. Exploit-
ing MMFs as ultra-narrow, minimally invasive endoscopes is a promising ex-
ample of the active, or reconfigurable optics, conception since it allows over-
coming the trade-off between the size of the optical element and the attain-
able resolution, inherent to any lens-based systems. Note that such a compro-
mise does not exist in GRIN rods. However, holographic approaches shaping
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light propagating through MMFs into beams applicable for microscopy, natu-
rally take into account aberrations in the whole optical system, including those
caused by components and alignment imperfections. As a result, such active
methods allow utilision of the whole NA of the probe, reaching diffraction lim-
ited performance (in contrast with rod lenses). Moreover, fibres with a step in-
dex profile can provide a uniform resolution across the whole region restricted
by the core.
Figure 1.5 summarises the relation between image resolution and instru-
ment’s footprint for the most successful (to date) microendoscopic implemen-
tations in vivo. The point marked with blue stands for the result demonstrated
in Chapter 3 of this thesis. Utilising commercially available 50 µm core fibre
with NA of only 0.22, allowed significant miniaturisation of the probe, but at
the same time resolution comparable with best results achieved via rod lens
based microendoscopes.
One of the barriers for the further development of the technology is the fact
that the market for optical fibres is mostly driven by applications in commu-
nication, which limits the selection of available options especially in terms of
the NA. A whole new class of optical fibres should be developed to suit novel
applications in biophotonics. One of the first steps in this direction, covered
in Chapter 4, demonstrates holographic focusing through the custom-made fi-
bre, with the core diameter of 20 µm and NA reaching 1. Although the novel
probe has not been applied for imaging in vivo yet, it shows the potential for
significant improvements in imaging resolution, reaching the performance of
the best imaging objectives (depicted in Fig. 1.5 by red arrow).
Holographic endoscopy is a young but hot topic. Over less than a decade of
its history, a number advanced microscopic techniques were successfully im-
plemented through fibre probes, demonstrating epifluorescent [26, 51], multi-
photon [29], computational analogous to confocal [100] and light-sheet [101]
imaging. Recent studies also pave the way for active bending compensa-
tion [33] and development of the probes with sufficient bending resilience
[102], which can potentially allow flexible operation of holographic microen-
doscopes and extend the spectrum of MMF applications in deep-brain imaging
to studies in motile animals.
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Chapter 2
DMD based spatial modulation of
intensity, phase and polarisation.
An urgent need for high modulation rates, essential for any practical appli-
cation of MMF-based imaging concept, left us with only one option available
on the market, the DMD, which is inherently limited to binary amplitude
modulation. This chapter briefly covers the off-axis holographic method of
complex modulation, capable of spatial shaping of phase, amplitude and
polarisation of light via a single DMD chip. As proof of this ability, the
following experimental results demonstrate the generation of vector beams
and their switching at the maximum refresh rate of DMD module.
The experiment presented in this chapter was initiated and conducted in col-
laboration with the Optics group of the University of Glasgow. The candidate
took part in the building of the experimental setup and independently realised
the synchronisation scheme for a fast camera with a DMD module.
The detailed examples presented by the collaborators allowed the candidate
to quickly accumulate a basic set of skills in programming the FPGA-based
DMD module. Moreover, this work allowed testing of the synchronisation
scheme in the conditions of a real experiment. These aspects served as a
springboard for future work in which the development of specific control
procedures and highly synchronised work of the DMD are vital.
Related paper:
Mitchell, K. J.,Turtaev, S., Padgett, M. J., Čižmár, T., & Phillips, D. B. "High-speed
spatial control of the intensity, phase and polarisation of vector beams using a digital
micro-mirror device." Optics express, 24(25), 29269-29282, 2016.
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2.1 Lee hologram method for complex modulation
The modern market of DMDs offers various models with resolution reaching
4k format, which provides the user with millions of degrees of freedom (pixels)
for light control. This allows keeping spatial resolution high enough, even
while employing complex modulation approaches, which are usually based
on diffraction from groups of pixels/mirrors to modulate the phase, therefore
significantly reducing effective resolution.
The approach implemented in this work, known as the Lee hologram, was
introduced more than 50 years ago and allows for tailoring a desired complex
field in the first order of diffraction formed by binary amplitude gratings [52,
103]. The simplest case of a single grating displayed on a DMD chip is depicted
in the Fig. 2.1. Here, a pitch of the grating defines the angle of the first order
of diffraction and, as a result, position of the beam focus on the CCD camera.
The lateral shifting of the grating allows modulating the phase of the diffracted
light, while a duty cycle controls the amount of light redirected towards a first
order, in other words, intensity.
Extending this approach to a general case, multiple gratings with individ-
ual parameters, locally applied to the DMD, enables generation of beams with
elaborate amplitude and phase profiles. The amplitude hologram H(x, y), re-
sulting in formation of desired complex modulation A(x, y) = A(x, y) expiφA







sgn[ cos(p(x, y)) + cos(q(x, y)) ], (2.1)
where:
p(x, y) = φA(x, y) + φgrat(x, y), (2.2)
q(x, y) = arcsin(A(x, y)/Amax). (2.3)
Here (x, y) is Cartesian coordinates, sgn - sign function, phase term p(x, y)
consist of target field’s phase φA and linear phase ramp φgrat = 2(u0x + v0y),
which defines carrier grating and results in angle of the first diffration order,u0
and v0 are constants determining the gradient of the phase ramp; q(x, y) de-
pends on normalised amplitude of the target field A(x, y)/Amax.
Applied to the DMD and illuminated with a coherent light source, such pat-
tern (Eqn 2.1) forms the desired spatial mode, which is carried by the diffrac-
tion orders. One of the diffraction orders, usually the first (due to the high-
est power), could be isolated in the Fourier plane of the DMD by an iris and
aligned with the optical axis of the system. In order to prevent overlapping































FIGURE 2.1: Illustration of the Lee hologram method utilising binary am-
plitude gratings for off-axis amplitude and phase (complex) modulation.
a. Hypothetical demonstration setup operating in the first diffraction or-
der. b. Example of amplitude modulation via variation of duty cycle of
the grating. c. Example of phase modulation via a lateral shift of the grat-
ing. d. Gaussian (complex) plane depicts the modulations caused by the
gratings illustrated in cases b (blue) and c (red).
with other orders of diffraction in the far field, spatial frequencies of the target






Figure 2.2 shows a schematic of the experimental setup. It is based on the LC-
SLM driven scheme described in the supplementary material of [33], which
was previously used to measure the complex transmission matrix of a multi-
mode fibre and to generate the full basis of vector fibre modes. In the present
work this scheme was chosen, since it offers a high level of stability, due to
the common pathway taken by both beams through the optical system, which
minimises the effects of drift in the relative path lengths. A horizontally lin-
early polarised Helium-Neon laser beam is expanded (using lenses F1 and F2)
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FIGURE 2.2: Experimental setup. Laser: Zeeman stabilised HeNe laser Neoark Neo-
262; DMD: Texas Instruments DLP LightCrafter evaluation model with a 0.3 WVGA
chipset; BD1, BD2: calcite beam displacers ThorLabs BD40 and ThorLabs BD27;
CMOS: camera Prosilica GC660 / Mikrotron EoSens CL MC1362; Lenses: F1 = 40 mm,
F2 = 160 mm, F3 = 300 mm, F4 = 200 mm, F5 = 150 mm; M1, M2: silver mirrors; HWP1-
HWP4: multi-order half-wave plates; APT: custom made aperture with two openings;
Quarter-wave plate (QWP) and linear polariser LP, can be inserted for spatially re-
solved polarisation measurments.
and collimated to overfill the active area of the DMD chip. It is helpful to en-
sure that the orientation of the linearly polarised light incident on the DMD
is parallel or perpendicular to the axis of rotation of the micro-mirrors. This
prevents undesired path length changes due to any differences in the polari-
sation dependent Fresnel coeffcients of the mirrors introducing ellipticity into
the beam polarisation after reflection from the DMD. The pattern displayed on
the DMD is designed to diffract light into two independent orders, transmit-
ted at different angles from the DMD, denoted here as beams A and B. The
DMD pattern also enables independent spatial control of the local intensity
and phase of light diffracted into each order. Lens F3 collects the transmitted
beams, and after this an aperture blocks unwanted diffracted orders. The po-
larisation of beam B is then rotated by 90◦ using half-wave plate HWP1. Two
beam displacers (BD1 and BD2) are then used to overlap the beams, which are
now of orthogonal polarisations, back onto a common axis. Half-wave plates
HWP2 and HWP3 are used to rotate the polarisation of both beams A and B
by a fixed amount. This enables control of the combined displacement of the
beams with respect to one another as they pass through the beam displacers.
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HWP3 is used to rotate the polarisations of both overlapped beams so that they
are once again either parallel or perpendicular to the tilt axis of mirrors M1 and
M2. This means that any difference in path length between the vertical and
horizontally polarised components due to reflection from these mirrors can be
accommodated in the DMD pattern design (more detail below in Sec. 2.3). The
relative polarisations of beams A and B as they pass through the beam dis-
placers is also shown in Fig. 2.2. Lenses F4 and F5 re-image the vector beam
onto a CMOS camera. The quarter-wave plate (QWP) and the linear polariser
(LP) can be translated in and out of the beam and are used to make spatially
resolved Stokes measurements (more details are given below in Sec. 2.4).
2.3 Spatial polarisation modulation
In our experiment, we aim to create a target vector beam of arbitrary intensity,







where EA(x, y)eiφA and EB(x, y)eiφB are two scalar fields of orthogonal lin-
ear polarisation and independently spatially controllable intensity (e.g. E2A for
field A) and phase (e.g. φA for field A). We therefore require a binary transmit-
tance function which generates these two scalar beams diffracting at different
angles.We note that, upon transmission from the DMD, these beams are both
initially horizontally linearly polarised as described above, and one beam then
undergoes a 90◦ rotation of its linear polarisation, rendering them orthogonally
polarised before they are overlaid onto a common optical axis. Therefore,
in the general case, the two independent scalar fields (of common polarisa-
tion) transmitted by the DMD are given by: A(x, y) = A(x, y) expi(φA+φA,ramp)
and B(x, y) = B(x, y) expi(φB+φB,ramp), where φA,ramp and φB,ramp are the phase
ramps which specify the direction of each diffraction order. The amplitude
hologram H(x, y) is then calculated from a combined field C, given by the
weighted complex interferometric sum of A and B:
C = C(x, y) expi(φC) = Wrel exp
i(φglobal) A + (1−Wrel)B, (2.5)
where Wrel is a real number between 0 and 1 which specifies the relative power
sent into beams A and B (for example the power is nominally the same when
Wrel is set to 0.5), φglobal controls the relative global phase between the two
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FIGURE 2.3: DMD hologram design: (a) A radially polarised vector vortex beam with
a Laguerre-Gaussian (LGl=1,p=0) intensity profile can be formed from the addition of
a horizontally polarised Hermite-Gaussian (HGn=1,m=0) spatial mode, and a vertically
polarised HG0,1 spatial mode. Here l and p are the LG vortex and radial spatial mode
indices respectively, and n and m are the HG spatial mode indices. (b) A chirally po-
larised vector vortex beam (i.e. the polarisation structure is chiral in nature) is formed
from the addition of two rotated HG beams of orthogonal linear polarisations. (c)
An azimuthally polarised vector vortex beam is formed from the addition of a hori-
zontally polarised HG0,1 spatial mode and a vertically polarised HG1,0 spatial mode.
(d) A binary transmittance function displayed on the DMD to generate the radially
polarised beam shown in (a). This was designed using Eqns. 2.1-2.5, where A and B
are the appropriate HG modes shown in (a) each incorporating a different phase tilt
to transmit them in different directions. Here, we show the negative of the transmis-
sion function (i.e. white represents regions where incident light is blocked, and black
where it is transmitted). The insets show regions of the pattern in more detail: (i) a re-
gion that diffracts light predominantly into beam A, (ii) a region that diffracts a similar
intensity of light into beams A and B. (e) A simulation of the field at the Fourier plane
of the DMD when displaying the binary transmittance function shown in (d), showing
beams A and B spatially separated and with independent intensity and phase profiles.
The central beam is the zero diffraction order, and the beams are copied in the lower
right quadrant due to the binary nature of the diffraction grating.
orders. Therefore, to design a binary amplitude hologram for the the com-
bined beam using Eqn 2.1, we now have p(x, y) = φA(x, y), and q(x, y) =
arcsin(C(x, y)/Cmax). The functions A and B depend upon the target vector
beam, and can be calculated by decomposing it into two orthogonal linearly
polarised components. This process is similar to that described in [104] for the
generation of vector beams using an LC-SLM. In general, the local polarisa-
tion state may be defined by a polarisation ellipse, and the relative local phase
difference of the electric field of the two orthogonal linearly polarised com-
ponents determines the ellipticity of the local polarisation state of the vector
beam. For example, a phase difference of zero (or π, or 2π) radians specifies
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a linear polarisation state, a phase difference of π/2 radians specifies circular
polarisation, and other phase values specify elliptical polarisation. The orien-
tation of the major axis of the polarisation ellipse is specified by both the local
relative phase and the local relative amplitude of the two orthogonal linearly
polarised components. Therefore, the intensity, phase and polarisation of the
vector beams are necessarily coupled. However, similar to [104], our method
enables full control of both phase and polarisation as we have arbitrary control
of both (i) the relative phase of the electric field of each polarisation, and (ii) the
relative phase of the oscillating electric field of adjacent spatial locations within
the beam. Figure 2.3 shows an example of the binary transmittance function
calculated to generate a radially polarised vector beam [105]. As can be seen
in Fig. 2.3 a, the vector beam has a helical Pancharatnam-Berry phase, indicat-
ing that the beam carries orbital angular momentum with a vortex charge of
l= 1 [106]. This is a geometric phase arising from the rotation of the local po-
larisation state as the beam axis is orbited [107, 108]. The radially polarised
beam can be decomposed into two orthogonal linearly polarised beams, each
consisting of two lobes that are out of phase by π (and depending on the exact
radial intensity profiles these orthogonally polarised beams may be described
by Hermite-Gaussian HG10 and HG10 spatial modes [109]). The intensity and
phase of these two fields therefore define the functions A and B used to design
the DMD pattern. In addition, A and B can also incorporate aberration correc-
tion phase functions if necessary. These functions are the phase conjugate of
any phase distortions imparted to the beam anywhere along either of the two
beam paths. If necessary, these functions can be measured in-situ along each
beam path independently, using the methods described in [18]. We found that
the phase flatness of our DMD model (described in the caption of Fig. 2.2) was
extremely good, and so this was unnecessary in our experiment. Finally, the
relative amplitude (Wrel) and global phase (φglobal) terms enable a simple way
of empirically fine-tuning the hologram pattern to ensure accurate generation
of the required polarisation states. Wrel is used to cancel any differences in
diffraction effciency with diffraction angle from the DMD (due to the envelope
function of the diffraction grating). φglobal is used to accommodate any path
length differences taken by beams A and B through the set-up.
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FIGURE 2.4: Experimentally generated vector beams with
uniform polarisation. Upper row: (a) Generation of a
diffraction limited beam (i.e. generated by diffracting light
from over the entire face of the DMD) of diagonal linear po-
larisation in the Fourier plane of the DMD. This is formed
from beams A and B of equal power with a zero radian
phase shift between their electric fields. Inset shows the in-
tensity of the beam. Scale bar = 50µm. (b) The same beam as
in (a) now viewed in the image plane of the DMD. (c) Gen-
eration of a diffraction limited beam of circular polarisation
in the Fourier plane of the DMD. This is formed from beams
A and B of equal power with a π/2 rad phase shift between
their electric fields. (d) The same beam as (c) now viewed in
the image plane of the DMD.
2.4 Vector beam generation and measurement
We first demonstrate the generation of uniformly polarised beams which com-
bine light from both beams A and B with a controlled phase offset, and inves-
tigate their propagation stability by measuring the polarisation state in both
the Fourier plane of the DMD (camera positioned as shown in Fig. 2.2) and im-
age plane of the DMD. The polarisation state across the beams was measured
by performing spatially resolved Stokes measurements. This was achieved by
measuring the intensity of light that was transmitted through the following
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six polariser configurations: vertical (a measure of |Ev|2, where Ev is the ver-
tical component of the electric field), horizontal (|Eh|2), diagonal (|Ed|2), anti-
diagonal (|Ea|2), left-handed circular (|E-|2), and right-handed circular (|E+|2).
The final two measurements were achieved with the combination of a quarter-
wave plate followed by a linear polariser as shown in Fig. 2.2. To transform
these measurements into polarisation ellipses, we follow the analysis detailed
in [110] to calculate the magnitudes of the major (Pmajor) and minor (Pminor) el-
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(|Ev|2 − |Eh|2)2 + (|Ea|2 − |Ed|2)2 + (|E-|2 − |E+|2)2, (2.7)
L = (|Ev|2 − |Eh|2)2 + i(|Ea|2 − |Ed|2)2. (2.8)
In all of our results, the relative length of the major axis has been scaled in
proportion to the local intensity of light in that region of the beam. Figure 2.4
demonstrates the generation of vector beams with diagonal linear polarisation,
and circular polarisation when utilising the full aperture of the DMD. There-
fore, a diffraction limited spot is created in the Fourier plane (Fig. 2.4 a,c). The
measurements in the image plane of the DMD (Fig. 2.4 b,d) reveal the Gaus-
sian illumination intensity clipped by the rectangular aperture of the DMD.
The key point here is that we see that the target polarisation is produced in
both the Fourier and image plane of the DMD, because in this experiment, the
scalar components of our modes are propagation invariant and therefore have
the same profile in the image plane or Fourier plane save for a magnification
and a phase term [111].
2.5 Validation of high-speed complex modulation
We now demonstrate the high speed switching capability of the DMD. Fig-
ure 2.5 shows a series of images of the beam once it had passed through a
linear polariser, recorded with a high-speed camera (see caption of Fig. 2.2), as
the pattern on the DMD is switched at a rate of 4kHz. We preloaded 10 pat-
terns designed to switch the vector beam gradually from a radially polarised
to azimuthally polarised state, by locally rotating the polarisation through a
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FIGURE 2.5: High-speed beam switching using a DMD. Up-
per panels (spinning lobe images): images of the generated
beam captured through a static linear polariser at 7 kHz with
a high-speed camera, as the DMD cycles through a series of
10 preloaded patterns at a rate of 4 kHz. The orientation of
the transmitted polarisation is shown as a white arrow in the
lower left hand corner of each panel. We show every second
camera frame, and the elapsed time of each frame is also
shown in red. The high-speed rotation of the lobes indicates
the rotation of the local polarisation within the beam from
one DMD pattern to the next. Lower panels (polarisation
maps): Experimentally reconstructed polarisation maps of
the beam for each DMD pattern. The polarisation map data
was not collected at high speed, as it required the recording
of multiple images of the beam transmitted through differ-
ent polariser positions as described in Section 2.4.
series of chirally polarised states. For each of these 10 preloaded patterns a full
measurement of the polarisation state of the generated beams was made sepa-
rately. Figure 2.5 shows these 10 polarisation maps adjacent to the high-speed
camera images.
2.6 Conclusions
The present work demonstrates the use of a DMD for the generation of beams
with spatially varying intensity, phase and polarisation. The employed tech-
nique creates two beams of orthogonal polarisation, which are then overlaid
back onto the same optical axis with locally controllable relative intensity and
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phase. A key advantage of the demonstrated setup is its high stability, due to
the common pathway taken by both beams through the optical system, which
minimises the effects of drift in the relative path lengths. We have analysed the
polarisation of the resulting beams using spatially resolved Stokes measure-
ments, which show good agreement with theory. A beam switching rate of
up to 4 kHz was reached, limited only by our DMD model (Texas Instruments
DLP LightCrafter). This model of DMD also has the advantage of being rel-
atively inexpensive (approximately an order of magnitude less than a typical
LC-SLM), and so represents a low cost beam shaping device. More expensive
and faster DMDs have switching rates in excess of 22 kHz, which is almost 2
orders of magnitude higher than the fastest currently commercially available
models of LC-SLM, which operate at up to 500 Hz.
The relatively high switching rates offered by DMDs are achieved at the ex-
pense of a reduction in diffractive beam shaping efficiency, which in the pre-
sented experiments reached 2-5%. However, with the growing availability
of relatively high power lasers and sensitive detectors, many applications are
suited to the prioritisation of high switching speed over generation efficiency.
Demonstrated high-speed complex modulation capabilitiy is required for the
control of light propagation through multimode fibres, where high-speed is
essential for any practical implementation in endoscopy.
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Chapter 3
Liquid-Crystal and MEMS based
modulators for complex photonics
Most of the pioneering studies in complex photonics were initially conducted
using liquid-crystal spatial light modulators, due to their high dynamic range
and depth of phase modulation. Nowadays, however, their relatively low
refresh rates remain an obstacle in the translation from the proof-of-concept
stage to practical applications, necessitating an effort from the scientific
community to search for alternatives. As mentioned in the introduction, and
shown in the previous chapter, DMDs allow complex light modulation at
refresh rates significantly higher than those of the currently most established
liquid-crystal (LC) based modulators. This fact, together, with their relatively
low price, makes DMDs promising candidates for implementation of multi-
mode fibre based imaging concept.
Being visually similar, LC and DMD modulators are based on fundamentally
different technologies, which leads to a set of unique features in the operation
of the devices, beyond the obvious difference in high-speed operation and
diffraction efficiency. Additionally, taking into account the variety of applica-
tion scenarios in complex photonics, it is almost impossible to predict which
modulator is more suitable for which case, and what is the price to pay in
terms of performance when switching from one to the other.
To the best of our knowledge, this chapter presents the first comparitive study
on the capabilities of both technologies, when applied to light control in com-
plex media. The demonstrated quantitative assessment of the performance
for techniques commonly used in this field covers three regimes of media
complexity: first, we study light control in a ballistic regime, eliminating
aberrations of an optical system; second, we explore the performance in a
diffusive regime, forming diffraction-limited foci through a ground-glass
diffuser; finally, we analyse the quality of foci, formed by controlling the light
propagation through a multimode optical fibre.
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Surprisingly, the obtained results reveal that the light-modulation fidelity
achieved by a MEMS-based device is not compromised by its inherent
limitation of binary amplitude modulation, if applied in the off-axis regime.
Moreover, additional features, such as scattering- and flicker-free operation,
are shown to provide further quality enhancement of wavefront shaping in all
considered regimes.
This seemingly routine study gave a chance to, not only to expand the candi-
date’s understanding in dealing with main archetypes of complex media, but
to implement and test holographic beam-shaping methods on a DMD, which
will be later applied in proving the concept of multimode fibre based imaging
in vivo.
Related paper:
Turtaev, S., Leite, I. T., Mitchell, K. J., Padgett, M. J., Phillips, D. B., & Čižmár, T.
"Comparison of nematic liquid-crystal and DMD based spatial light modulation in
complex photonics." Optics Express, 25(24), 29874-29884, 2017.
The contributions from the author of this thesis, to the work presented in
this chapter, consisted of: (i) designing the experiment and assembling the
setups, (ii) implementation of the holographic methods using the DMD, (iii)
measurements performed with DMD based wavefront shaping, (iv) data anal-
ysis, and (v) contribution to the interpretation of results.
3.1 Experimental setup
To test the performance of LC-based SLMs and DMDs in the ballistic, diffu-
sive, and intermediate (fibre) regimes, we designed a modular experiment, as
shown in Fig. 3.1. The SLM (DMD/LC-SLM) is illuminated with a highly co-
herent linearly polarised laser beam at the 532 nm wavelength, operating in
the off-axis regime so that modulated light is transmitted into the first order of
the resulting diffraction pattern. In all presented experiments, for both the LC-
SLM and the DMD, the active region of the modulator was limited to 512× 512
pixels. Lens F1 together with aperture (APT) isolates the first diffraction order,
which is then aligned with the subsequent optical components. In module 1,
the CCD camera placed at the focal plane of lens F1 is employed for the aber-
ration correction experiment in the ballistic regime. Module 2 is used to study
focusing performance in the diffusive regime. Collimating lens F2, as part of
the demagnifying telescope F1-F2, decreases the beam diameter on the surface
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FIGURE 3.1: Modular experimental setup. 1. Ballistic regime. 2. Diffusive regime.
3. MMF with internal (a) or external (b) phase reference. Laser: Single-frequency
DPSS laser at 532nm (Crystal laser CL532-075-S); LC-SLM: BNS HSPDM512; DMD:
VIALUX V-7001; CCD: Basler pia640-210gm; Thorlabs Lenses: F1(AC254-200-A-ML),
F2(AC254-25-A-ML), F3(AC254-200-A-ML); APT: Iris diaphragm (SM1D12D); QWP:
Quarter-wave plate (Thorlabs WPQ05M-532); D: Ground glass diffuser (DG10-1500-
MD); Fibre: 30cm long 0.22 NA multimode fibre (Thorlabs FG050UGA); O1, O2: Mi-
croscope objectives (Olympus RMS10X, RMS20X); BS: 50:50 non-polarising beamsplit-
ter (Thorlabs BS004).
of ground glass diffuser D, in order to increase the amount of power reaching
the CCD camera. In module 3, the SLM face is re-imaged to the back aperture
of microscope objective O1. The MMF facet is at the focal plane of O1. Objec-
tive O2, together with tube lens F3, projects the desired focal plane of the fibre
onto the CCD camera. Two quarter-wave plates (QWP) enable the coupling of
circularly polarised light into and out of the MMF, which has been shown to
be better conserved throughout propagation owing to the cylindrical symme-
try of the waveguide [33]. Modalities 3a and 3b allow the MMF transmission
matrix to be characterised either with an internal phase reference (3a) that has
itself been transmitted through the MMF, or with an external reference (3b)
provided directly from the laser source via beam splitter BS.
3.2 Holographic methods for beam shaping through
complex media
3.2.1 Subdomain based wavefront shaping
As explained elsewhere [18], the wavefront correction technique used here is
based on a decomposition of the initial laser field at the SLM plane into a series
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of orthogonal modes, each corresponding to a different square region (subdo-
main) of the SLM. In our experiments, the size of the subdomains was varied
from 32× 32 down to 4× 4 pixels (see Fig. 3.2 a), yielding a number of input
modes in the system ranging from 256 to 16386. By modulating a particular
subdomain with a grating, one can transfer part of the reflected optical power
from the zeroth diffraction order into the first diffraction order at the Fourier
plane. In the case of the LC-SLM, this is achieved using a blazed phase grat-
ing, which for the chosen periodicity of 4 pixels per period allowed 42% of the
whole optical power to be redirected to the first order. A binary amplitude
grating, applied in the case of the DMD [103], resulted in an efficiency of only
8% under the same conditions (see Fig. 3.2 b). In both cases, applying the grat-
ing over a subdomain is equivalent to turning the associated mode ‘on’ or ‘off’,
as only light directed into the first order is allowed to propagate through the
aperture (APT in Fig. 3.1) into the destination plane. As depicted in Fig. 3.2 b, if
an internal reference is used, one such mode is selected as the reference, and all
the remaining modes are examined one by one as follows: a mode under ‘test’,
together with the reference mode, propagates through the optical system and
interferes in the destination plane, giving an intensity signal that is monitored
by a single CCD pixel. Altering the phase of the tested mode is achieved by
laterally translating the grating applied to the corresponding SLM subdomain.
Sweeping the phase of the tested mode at a uniform rate, results in a sinu-
soidal time-dependence of the recorded intensity. The phase of this sinusoid
reveals the optimal phase at which the tested mode interferes constructively
with the reference. Repeating this procedure for all the input modes and then
turning all of them ‘on’ simultaneously with the optimal phase applied, results
in optimal focusing as all modes interfere constructively at the same time.
The interferometric measurements of each subdomain were performed
with phase-steps of π/2, and we separately studied the results obtained for a
phase sweep of one and two full cycles (i.e. 2π or 4π). Changing the number
of cycles in this way allowed us to assess the influence of temporal fluctua-
tions in the efficiency of the modulator during the optimisation procedure.
Known sources of temporal fluctuations in LC-SLMs include transfer delay,
response time, and flicker [112]. Such fluctuations can affect the accuracy
of the interferometric measurements and, consequently, the quality of the
resulting wavefront correction. In our experiments, the issues with transfer
delay and response time were mitigated by implementing a waiting time of
25 ms between uploading the phase hologram and triggering the camera;
additionally, we used a Meadowlark / BNS XY-series LC-SLM, a model which
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is well known to exhibit low levels of phase flicker – however, not eliminating
it completely. Extending the measurements from one to two periods can
improve the accuracy by averaging these influences out, but consequently
also doubles the optimisation time.
The algorithm was implemented on both devices for all three aforemen-
tioned regimes of media complexity, the results of which are detailed in the
following sections 3.3–3.5.
3.2.2 Plane waves based wavefront shaping
The final experiment was performed exclusively for the case of the MMF, fea-
turing the advantages of the modified fast algorithm presented in [33] and
schematically shown in Fig. 3.3. As an alternative to aberration measurement
based on the division of the SLM into a grid of subdomains as described above,
we investigate the performance of aberration measurement in the Fourier ba-
sis. Here, the tested modes are formed by plane waves truncated by the SLM
chip, each being transmitted at a different angle from the chip corresponding
to a specific~k-vector (see Fig. 3.3 a). Each such truncated plane wave forms a
focused spot at a different transverse location on the input facet of the MMF
(see Fig. 3.3 b). This orthogonal grid of foci forms a new basis of the modes.
The distal end of the MMF is imaged on the CCD camera, where the output
optical field interferes with an external phase reference. Analogously to the
subdomain-based optimisation, for each such input mode, we search for the
optimal phase, giving the highest signal at a chosen CCD pixel while interfer-
ing with a reference beam (see Fig. 3.3 c). In this case, the reference was exter-
nal to the multimode fibre. This technique is slightly more demanding in the
post-processing stage than the subdomain method as the reconstruction of the
desired wavefront needs to be made in Fourier domain [33, 113]. However it
has the advantage of making a more efficient use of the light transmitted from
the SLM during TM measurement: firstly, each measurement involves light
reflected from the entire face of the SLM, improving the signal-to-noise ratio
of the measurements, and secondly, we only include truncated plane waves
which result in focused spots incident within (and therefore coupled into) the
fibre core. Ignoring modes that enter the cladding in this way, minimises the
required number of measurements, therefore significantly decreasing the cal-
ibration time. In order to identify the location of the fibre core, the technique
therefore requires a preliminary step: the raster scanning of the fibre facet with
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FIGURE 3.2: Subdomain based wavefront shaping. a. Sizes of subdomains used for
the study. b. Off-axis phase modulation implementation on both DMD and LC-SLM.
c. Division of the SLM into subdomains: one static subdomain serves as a reference,
while all other subdomains are examined one at a time by applying and shifting the
grating in four steps of period/4 (corresponding to a phase shift of π/2). The interfer-
ometric response recorded by the chosen pixel on the CCD camera allows measuring
the phase delay between the active subdomain and the static reference. Repeating this
procedure for each subdomain, allows reconstructing the phase map of aberrations in
the system. Combined with the carrier grating (binary amplitude for DMD or saw-
tooth phase for LC-SLM), this map allows compensating the measured aberrations,
and produces a focal spot at the initially chosen pixel of the CCD camera. d. Two
periods of a phase shift could be used for averaging out phase noise (e.g. induced by
a flicker of LC-SLM).
focal points, and the measurement of the integrated (total) output power (in-
tensity) at the distal end of the fibre for each input scan position. This en-
ables identification of those spatial modes which can be efficiently coupled
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FIGURE 3.3: Plane waves based wavefront shaping. Truncated plane waves in the
image plane of the modulator, generated by gratings applied to a whole surface of the
SLM, are used as an alternative basis of input modes for TM measurements (a). Re-
sulting in focal points in the far field, such modes could be employed for preliminary
scanning of the fibre facet, selecting only the modes which are coupled into the core
for further measurements (b). Following the same algorithm as for the subdomains-
based procedure, the response for each of the selected modes could be obtained by
analysing the response from the selected pixel of the CCD camera (c). Complex re-
sponses should be arranged in the Fourier domain (P’) around the first order, where
the position of every response (complex value) defined by pitch (frequency) and direc-
tion of the grating applied to the corresponding mode. The Fourier transform of the
arranged array (its phase) should be quantised to be applied to the SLM (e.g. binarised
in the case of DMD).
through the fibre, defining the size of the basis of input modes for further cal-
ibration (see Fig. 3.3 b). Finally, the employment of the uniformly distributed
external reference signal eliminates the effect of ‘blind spots’, resulting from
the speckled nature of internal references [25]. We implemented this Fourier-
based optimisation technique with both modulator types, and then compare
their performance in the most relevant scheme for real applications in fibre-
based endoscopy.
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3.3 Ballistic regime: aberration correction in optical
system
FIGURE 3.4: Ballistic regime. Peak intensity improvement in the focal spot as a func-
tion of optimisation time / number of spatial modes (subdomains) tested, using either
an LC-SLM (a) or a DMD (b). Insets show a comparison of uncorrected and corrected
focused spots, and the map of the measured phase aberrations in each case. Note that
in this specific case the higher values reached using the DMD do not indicate its better
performance, rather than much more severe starting conditions – significantly higher
curvature of the modulator’s surface. The spline interpolations are merely used as
the guide for the eye. The relative standard deviations of the measurements have not
exceeded 2%. As they are smaller than the markers, the error bars are not depicted.
SLMs offer a finite number of spatial degrees of freedom (equal to the num-
ber of independently controllable pixels), which dictates the extent to which
the complexity of a given medium can be handled, and how efficiently the
power of a propagating signal can be utilised. In the so-called ballistic regime,
light signals do not deviate significantly from free-space propagation, with
changes to propagating wavefronts being commonly described as single-plane
phase aberrations. Such light transport can be described by very few propa-
gating modes which can be fully controlled by SLM technology [18] and, in
principle, all available optical power can be utilised.
Aberrations in optical systems corrupt a propagating wavefront and, in the
focal plane, smear out the focus, decreasing its peak intensity. To assess the
performance of the wavefront correction implemented with the use of both
modulator types, we choose the improvement in peak intensity (ratio of peak
intensities in the case of corrected and uncorrected wavefronts) as the relative
figure of merit to indicate the quality of the focal spot. Figure 3.4 shows that
varying the size of the subdomain in the wavefront correction algorithm (and
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consequently altering the duration of the TM measurement procedure) results
in a variation in the peak intensity improvement, when the measured correc-
tion is applied to create a single focal spot.
In the case of the LC-SLM (Fig. 3.4 a), the bottleneck limiting the time
taken to sequentially optimise the phase of all subdomains is the modulator’s
refresh-rate of 40 Hz. Employing the DMD in place of the LC-SLM decreases
the calibration time by a factor of 10. In our experiment, the bottleneck is now
no longer the modulator itself (as the DMD can operate at up to 22 kHz), but
is instead the camera, which can only operate at up to 400 Hz. In the case of
either modulator, the main cause of the measured aberrations is the curvature
of their surfaces. The insets of Fig. 3.4 a and 3.4 b show that, in this case, the
surface of the DMD chip is significantly more curved than that of the LC-SLM.
Nonetheless, the wavefront correction technique measures and corrects for
these and any other aberrations present in the optical system.
Figure 3.4 shows that when using the LC-SLM, the peak intensity in the
focal spot reaches a maximum value when using a correction based upon the
measurement of 1024 spatial modes (i.e. a 32×32 grid of subdomains). There-
fore, in our experiment, this resolution is high enough to accurately capture
the majority of the aberrations in the system. However, when the number of
spatial modes is increased to 16386 (i.e. a 128×128 grid, with each subdomain
consisting of 4×4 LC-SLM pixels), the peak intensity found in the focus begins
to fall below the maximum value. This can be understood by considering the
strong scattering in liquid crystals: the portion of light diffracted from such a
small subdomain is comparable to the amount of light that is scattered from
the rest of the LC-SLM. This relatively strong background signal reduces the
accuracy of the measurement of the optimum phase delay for each subdomain,
and therefore begins to corrupt the overall wavefront correction.
In the case of the DMD, the peak intensity found in the focal spot also
reaches a maximum after the measurement of 1024 spatial modes, at which
point the performance of the system plateaus. As there is less randomly scat-
tered light from the MEMS-based DMD in comparison with the LC-SLM case,
further increasing the number of spatial modes does not improve or degrade
the performance significantly.
We also tested another aspect of the wavefront correction technique - the
effect of increasing the number of phase sweeps from one to two full cycles for
each spatial mode measurement. In Fig. 3.4 these measurements are shown
in red (one cycle phase sweep) and blue (two cycle phase sweep). In the case
of the LC-SLM, increasing the number of phase sweep cycles from one to two
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leads to an improvement in focal point peak intensity, although of course it
also doubles the time taken to perform the measurements. The improvement
in peak intensity is more pronounced for larger numbers of spatial modes (i.e.
smaller subdomain regions). This behaviour implies that there is a random er-
ror in the measurements that is more significant for smaller sized subdomain
regions and is reduced by averaging over a larger number of measurements.
This random error may be due to the ‘flicker’ associated with LC-SLM opera-
tion: LC-SLM devices typically operate by cycling the polarity of the electric
field across the liquid crystal layer. Therefore, even when the required pat-
tern is not changed, a flicker effect can occur due to this continuous polarity
switching, which periodically cycles the phase of each pixel by a small amount.
Potentially, measurements with larger subdomains are less adversely affected
by LC-SLM flicker, as they have more pixels over which the effect of flicker
is averaged out. As expected, the lack of the flicker effect in the MEMS-based
modulator results in no significant difference in peak intensity for one and two
phase sweep cycles.
3.4 Highly-scattering regime: focusing through a
ground glass diffuser
FIGURE 3.5: Highly-scattering regime. Enhancement factor (EF) as a function of op-
timisation time / number of spatial modes (subdomains) measured for either an LC-
SLM (a) or a DMD (b). The relative standard deviations of the measurements have not
exceeded 2%. As they are smaller than the markers, the error bars are not depicted.
In contrast to the balistic regime, highly-scattering (e.g. diffusive) media
feature much larger number of allowed spatial modes than the number it is
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possible to control with SLMs. In this case, only a small fraction of the prop-
agating optical power can be controlled to generate diffraction-limited foci or
other optical fields of interest [114].
For the diffusive regime, where the highly-scattering media transforms a
coherent beam into a speckle pattern, applying the wavefront correction tech-
nique enables redistribution of light towards a chosen target point behind the
diffuser. In order to investigate this scenario, the system is set up using module
2 (as shown in Fig. 3.1) which includes a ground glass diffuser at the Fourier
plane of the SLM. In such a complex scattering media, the number of chan-
nels (i.e. possible separate routes of light propagation) is many times higher
than the number of input spatial modes (i.e. subdomains) we can control via
an SLM. Therefore, in addition to the chosen target focal spot, this situation
also unavoidably leads to the formation of a diffuse background caused by the
light we are unable to control. In this case, we use the ratio between the peak
intensity at the target point and the average background level, referred to here
as the enhancement factor (EF) as a comparison metric for this experiment.
Figure 3.5 shows the EF as a function of the number of sampled spatial
modes for both the LC-SLM and the DMD modulator. Here, the values and
trends are similar for both. As in the previous case, a measurement using two
phase sweep cycles improves the performance for the LC-SLM as it suppresses
the adverse effect of phase flicker.
For the demonstration of imaging through the complex media, the TM was
obtained for 10,000 output points arranged in a square grid of 100x100 focal
points. In Fig. 3.6, a negative USAF 1951 resolution target was imaged in a
transmissive geometry, using a fast bucket photodetector placed behind the
target. The detector triggered by DMD reference TTL pulses (one pulse for
each switching between individual DMD modulations) allows obtaining the
signal for each scanned position, which being rearranged into a 2D array form
an image.
3.5 Intermediate regime: focusing through a multi-
mode fibre
Light transmission through a multimode optical fibre could be considered as
a boundary case between the two above mentioned extremes of ballistic and
highly-scattering regimes. Here, the number of allowed propagating modes
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FIGURE 3.6: Focusing (a) and imaging (b) trought the ground-glass diffuser. Imaging
contrast as a function of the normalised spatial frequency for the target elements in (b),
and the fit of the modulation transfer function (MTF) corresponding to an aberration-
free imaging system with a square aperture. The fit allows for the estimation of the
effective numerical aperture (NA) as 0.0089± 0.0006, and the corresponding resolu-
tion limit (Abbe criterion) as 29.9± 2.1 µm.
in the system is of the same order as the number of degrees of freedom con-
trollable by SLMs. The capability of MMFs to deliver almost all of the coupled
light to the distal facet is one of the reasons that makes them a very promising
technology for micro-endoscopy, in particular because the same MMF can then
collect the reflected or fluorescently excited light.
In order to compare the performance of the modulators in this case, we
use the ratio between the power in the focal spot compared to the full output
power emitted from the fibre as a performance metric. Using this power ratio
(PR) allows us to roughly estimate a percentage of power contributing to a
signal and the one forming the background in the intended application.
3.5.1 Subdomain-based optimisation
The optical setup was as shown in module 3 of Fig. 3.1 and, in this experiment,
we probed the TM in the subdomain basis. Figure 3.7 a shows that, in the case
of both modulators, the PR starts to reach saturation after the measurement
of about 4000 spatial modes. However, the PR in the case of the DMD-based
system is 10-15% higher for each point on the plot. We believe this is once
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FIGURE 3.7: Intermediate regime: Multimode fibre. Power ratio as a function of op-
timisation time for both subdomain (a) and Fourier-domain (b) approaches, for either
an LC-SLM of a DMD. The error bars have been calculated from three sequential runs
of the experimental procedure (measurements of TM) and 7 × 7 diffraction-limited
foci generated across an orthogonal grid at the output facet of the MMF.
again due to the detrimental effects of the strong scattering from liquid crys-
tals in the case of the LC-based modulator, which are not present when using
a DMD. During every measurement, and when applying a pre-shaped cor-
rection wavefront, a portion of this uncontrollably scattered light within the
acceptance angle of the fibre propagates towards the distal end and creates an
uncontrollable background. We note that it was impossible to directly observe
this effect, dealing with normalised values in the first experiment or in the
second experiment, where only a small portion of light reflected off the SLM
reaches the sensor of the camera. As an additional test on raster-scan imaging,
and demonstration of DMD high-speed operation, we chose a negative USAF
1951 resolution target as the imaging object, which was placed in proximity to
the distal end of the fibre. The transmitted light is detected by a fast avalanche
photodetector placed behind the resolution target. Figure 3.8 presents an ex-
emplary 10 seconds long imaging session performed with a DMD running at a
20 kHz refresh rate. The same 10 seconds session performed on LC-SLM based
system is depicted for comparison.
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FIGURE 3.8: Imaging speed comparison. Imaging of USAF test target performed on
both DMD and LC-SLM based fibre imaging systems. During at 10s session, the DMD
based system allowed for the acquisition of 20 full images (100× 100 pixels each) of
the dynamic scene(moving test target). The session of the same length was performed
on an SLM based system and resulted in the acquisition of only 4% of a single frame
(static scene).
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3.5.2 Fourier-domain based optimisation
Figure 3.7 b shows the performance of the Fourier domain-based optimisation
for the two modulators. For our fibre with 0.22 NA and the core diameter
of 50 µm, the PR trend plateaus upon the measurement of about 1000 input
modes, which coincides with the number of waveguide modes in the fibre per
one polarisation state for the given wavelength (≈1000 according to a large
V-number approximation). This plateau in PR is reached in approximately
one tenth of the time required for the subdomain-based optimisation proce-
dure. Moreover, this improvement in calibration speed does not compromise
the performance: maximum PR values are equivalent using either probe basis.
As observed with subdomain-based optimisation, using the Fourier-based
optimisation the DMD produces foci at the distal end of the MMF with PR
values of up to 15% higher than those generated using an LC-SLM. This is be-
cause, despite higher SNR at the measurement stage, the LC-SLM still suffers
from a portion of uncontrolled scattered light propagating through the fibre,
thus reducing the PR level.
3.6 Conclusions
While LC-SLMs have been the standard choice in wavefront-shaping applica-
tions for over a decade, and are currently the most frequent choice in complex
photonics applications, MEMS-based DMD alternatives have started to gain
popularity in the last few years. DMDs are usually chosen because of their
faster modulation rates, at the cost of their overall optical efficiency.
Our work shows that, despite this reduced efficiency, DMDs may outper-
form LC-SLMs, not only in modulation rate, but importantly, also in beam
shaping fidelity. We have shown that when optimising light transport through
complex media, DMD displays have higher beam shaping fidelity regardless
of the complexity of the scattering medium. The apparent reason for this su-
perior fidelity is that DMDs do not suffer from the strong scattering present
in LC-SLMs, which corrupts the optimisation procedure and contributes to
an uncontrollable background signal. This is especially crucial when focusing
light through MMFs, where we have observed that an LC-SLM based system
can achieve a power ratio of 60% at the target focal point, while a DMD based
system operating in an identical regime reached a power ratio of 75%. In po-
tential applications of this technology to imaging, this translates directly to im-
provements in image contrast. Another inherent drawback of LC-SLMs is their
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phase flicker, which decreases the precision of phase measurements in optimi-
sation procedures. Although this effect can be averaged out by increasing the
number of obtained samples for each mode, it results in a longer calibration
time.
We note that in our experiments, although the DMD has a refresh rate of
22 kHz, we were unable to reach such values due to the limited frame rate of
our camera. In this work, we also demonstrated that when characterising a
multimode fibre, using the Fourier-domain based optimisation procedure in
place of the subdomain-based approach can decrease the characterisation time
by one order of magnitude.
Finally, we emphasise that the diffraction efficiency in the case of the DMD
was only 8%, in contrast to 42% for the case of LC-SLM. In many applications
this can be compensated for by increasing the power of the laser source; there
are, however, cases where the photon budget cannot be compromised and the
advantages of DMDs would not trade-off well. One of the examples of power
demanding application - optical tweezer is shown in the Chapter 5.
This work, therefore, highlights the importance of careful consideration of
parameters in order to reach the optimal balance between speed and perfor-
mance in wavefront shaping experiments, including several less-recognised
differences between LC and MEMS based spatial light modulators.
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Chapter 4
Multimode fibre based endoscopy
for deep-brain imaging
The previous chapters walked the reader through the ways of amplitude grat-
ing based complex modulation, implementation of the best practices of beam-
shaping through multimode fibres on DMD, and evaluation of its performance
in comparison with LC-SLMs. All these works, step-by-step, were bringing the
group closer to the main goal of proving the relevance of the multimode fibre
based imaging for biomedical applications.
The present chapter shows a compact and high-speed imaging system ca-
pable of resolving micro-sized neural cells in an anaesthetised animal model
through, to my knowledge, the most minimally-invasive endoscopic probe.
Built upon the high-performance holographic methods fitted to a DMD, as
well as carefully optimised design, the system is capable of artefact-free imag-
ing of both neuronal somata and dendritic processes deep inside brain tissues,
with diffraction limited resolution. The resolution limits are dictated only by
the numerical aperture (NA) of the fibre probe, and the speckle background
level is reduced to the theoretical limit.
This work is one of the first steps in moving multimode fibre based
systems from imaging of static targets and fixed samples, towards dynamic
and challenging environments of living animal tissues.
Related paper:
Turtaev, S., Leite, I. T., Altwegg-Boussac, T., Pakan, J. M., Rochefort, N. L., &
Čižmár, T. "High-fidelity multimode fibre-based endoscopy for deep-brain in vivo
imaging." arXiv preprint arXiv:1806.01654, 2018.
The contributions from the author of this thesis to the work presented in
this chapter consisted of: (i) implementation of compact system design, (ii)
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implementation of the holographic methods for MMF based imaging, (iii) fibre
probe preparation and post-processing, (iv) assistance in in-vivo experiments.
Despite the experience in holographic beam-shaping through fibres
acquired by the group over a long period, and almost two years of own
research, this work would never be possible without the involvement of
skilled specialists with research activities in the discipline of in vivo imaging.
Our collaborators, the group of Dr Nathalie Rochefort of the University of
Edinburgh, not only conducted the experiments with animals, but also helped
to optimise our experimental design for the in vivo implementation.
4.1 Experimental setup
FIGURE 4.1: Scheme of multimode fibre based imaging system. The calibration (step
1) consist of obtaining the TM using the calibration module, computing approximately
7000 phase modulation patterns for all desired foci across a 50 µm-wide circular region
of the focal plane, and finally uploading the patterns to the memory of the DMD de-
vice.
As illustrated in Fig. 4.1, the system is designed in a modular manner, con-
sisting of a laser, calibration, beam-shaping and sample modules. In the laser
module, the beam is divided into a signal and a reference beam, which are
coupled to single-mode polarisation-maintaining fibres. The calibration mod-
ule is used for measuring the transmission matrix of the multimode fibre, and
is subsequently replaced by a sample module for the anaesthetised animal.
Laser module. A single-frequency, diode-pumped solid-state laser source
emitting at the 532 nm wavelength provides a continuous-wave and linearly
polarised beam. Achromatic doublets L7 and L8 form a telescope to de-
magnify the beam, and aspheric lenses L9 and L10 couple the signal and
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reference beams into the polarisation-maintaining fibres. Half-wave plate
HW3, in combination with the input linear polariser of the Faraday optical
isolator ISO, controls the combined power coupled to the signal and reference
beams, whereas a half-wave plate HW4, in combination with polarising beam
splitter PBS, controls the power ratio between the signal and reference beams.
Half-wave plates HW5 and HW6 are used to finely align the polarisation
of the coupled beams with one of the birefringent axis of the polarisation-
maintaining fibres (Fig. 4.1).
Beam-shaping module. Achromatic doublet L1 collimates and expands the
signal beam to overfill the DMD at an incidence angle of 24◦ with respect to
the DMD chip. In this way, each micro-mirror in the ‘on’ state (+12◦) reflects
light in the direction of the optical system, whereas micro-mirrors in the
‘off’ state (-12◦) redirect light towards a beam dump. Lenses L2, L3, and L4
relay the far-field of the first diffraction order of the holograms generated at
the DMD to the proximal facet of the multimode fibre. An iris diaphragm
is used in the Fourier plane of L2 to isolate the first diffraction order of the
holograms, while blocking the remaining orders. The combination of lenses
L2 and L3 is chosen to underfill the aperture of aspheric lens L4 in order to
reduce its effective numerical aperture down to 0.23, matching that from the
multimode fibre. The multimode fibre used has a core diameter of 50 µm
and a 0.22 NA, and at the 532 nm wavelength sustains approximately 2100
propagation-invariant modes (i.e. 1050 for each orthogonal polarisation state).
Circular polarisation is well preserved after propagation through a straight fi-
bre segment. The transmission matrix is measured between 3000 input modes
and 7000 output modes (corresponding to the desired foci). Oversampling
is essential to reach the highest fraction of the optical power contained in a
focused spot. Dichroic mirror DM, together with excitation filter Fil1, and
emission filter Fil2, separate and spectrally purify the fluorescence signal. A
photomultiplier tube PMT measures the overall intensity of the fluorescence
signal. A half-wave plate HW1 and a quarter-wave plate QW1 provide the
two degrees of freedom necessary to reach the purest circular polarisation
state of the spatially-modulated signal at the input facet of the fibre.
Calibration module. A movable, size-compact calibration module is used to
acquire the TM of the fibre prior to the image acquisition. The TM is mea-
sured interferometrically using an external phase reference. Being uniformly
distributed, the external reference prevents the formation of ‘blind spots’
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originating from the speckled nature of internal references. A microscope
objective Obj in combination with a tube lens L5 image the selected focal
plane (spatially offset away from the fibre facet) onto the CCD camera with
27.7× demagnification. The reference beam is collimated by aspheric lens L6
and combined with the signal beam using non-polarising beamsplitter cube
BS. A quarter-wave plate QW2 converts the polarisation state of the output
speckle patterns to linear, and a half-wave plate HW2 aligns the polarisation
axis of the reference signal in order to maximise the signal-to-noise ratio of
the interference patterns at the camera. The microscope objective is mounted
on a single-axis translation stage for precise focusing and displacement of the
calibration plane with respect to the output fibre endface.
Sample stage. The in vivo imaging stage was placed below the fibre and
consisted of a custom made frame with ear-bars, to keep the animal’s head
position fixed during the imaging procedure, and a fitted face mask for deliv-
ery of isoflurane anaesthesia. Suitable body temperature was maintained via
thermal bandage. The sample stage was mounted on a three-axis motorised
translation stage with servo-driven actuators (ThorLabs, USA), allowing pre-
cise positioning of the animal both laterally, for targeting the craniotomy, and
axially, for the control of the fibre penetration process.
As shown on the photograph (Fig. 4.2), the beam-shaping part of the system
was detached from the laser module, using polarisation maintaining fibres,
and all its components were embedded in a robust single-cage based construc-
tion, resulting in a stable operation, spanning several hours without the need
for recalibration.
FIGURE 4.2: Photo of the beam-shaping and calibration modules.
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4.2 Fibre probe
A standard commercially available MMF (Thorlabs FG050UGA) with a core of
50 µm in diameter and a NA of 0.22 was chosen as the endoscopic probe. It
is important to note that this particular fibre model was used in the previous
experiment.
In order to minimise the tissue damage caused by the compression during
the penetration process [115, 116] the fibre probe was post-processed into a flat-
cone termination by polishing out the excess of cladding from 125 µm down to
60 µm external diameter, as depicted in Fig. 4.3 a. In order to shape the tip in
the desired way, the fibres were held by a fibre clamp (Thorlabs SM1F1-250),
fixed onto a stepper motor allowing for rotation (∼5 rpm) around their axis.
An xy translation mount (Thorlabs CXY1) was used for the fine adjustment to
correct for eccentricity in the rotation. A fibre polishing sheet (Thorlabs LF3D)
has been cut into the shape of a circle with a diameter of 4 cm and fixed onto a
fast-rotating stage (∼500 rpm). The sheet is then brought into contact with the
fibre at a grazing angle (∼ 5◦) to polish out the cladding. A low-magnification
microscope objective, together with a tube lens and a CCD camera, was used
to monitor the progress.
Figure 4.3 c shows the photograph of a typical fibre probe, which was used
for in vivo experiments. It consisted of a flat-top terminated 2 cm long fibre
piece, glued inside the ceramic ferrule, allowing the probe to be stably held in
the system as well as swiftly replaced with the new one between the exper-
iments. The fibre length, as well as its position inside the ferrule, were kept
constant with <1 mm precision across the whole batch of probes prepared for
in vivo experiments. This allowed for a significant reduction in time for re-
placement of the probes (down to 2-5 min, indicated in Fig. 4.5), mainly due
to minimising required corrections in the alignment. At the output side of
the ferrule the fibre is embedded in a big drop of index-matched UV-curable
glue covered with black absorbing paint. This simple solution allows for a suf-
ficient suppression of the cladding modes, preventing them from reaching a
distal end of the fibre and contributing to the output field.
The working distance of the fibre as an imaging element is another impor-
tant parameter, which is defined by the optical properties of the fibre. Focusing
ability, as well as collection efficiency of fluorescent signal, depends on the NA
of the probe as well as on the distance between the fibre facet and the focal
plane. As depicted the Fig. 4.3 b, maximum effective NA can be reached only
in a limited volume behind the fibre facet, forming an emittance/acceptance
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cone, whose height is limited by the NA of the fibre and the radius of the core
(r), being defined to the distance of r cot(arcsin(NA)) ≈ r NA ≈ 110µm. In
all experiments of this study, we offset the focal plane 5-15 µm away from the
distal end of the fibre, to guarantee reaching the full NA of the fibre uniformly
across the field of view and minimise sample-induced aberrations.
FIGURE 4.3: a. Flat-top termination of the MMF probe with a 50 µm core diameter
and a 60 µm external diameter. b. Map of numerical aperture vs distances from the
output fibre facet. The lower plot shows the evolution of the NA along the optical
axis, and the series of transverse dark lines illustrate the NA profiles across different
axial planes in front of the fibre. c. Photo of typical fibre probe, prepared for in vivo
experiments.
4.3 Calibration methods
The digital micromirror device in the heart of our system is employed in the
off-axis regime, as explained in the Chapter 2, allowing to control the phase
of the optical fields coupled into the fibre. Detailed in Chapter 3, principals
help analysing the system response at the distal end of the fibre to a set of
predefined optical fields (input modes) generated by the DMD. The basis of
input modes consists of truncated plane-waves of varying k-vectors. At the
Fourier plane (focal plane of lens L2, iris in Fig. 4.1), as well as at the input
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fibre facet, this basis corresponds to a square grid of 65×65 focused spots. A
preliminary step measures the transmitted intensity by integrating the out-
put speckle imaged by the CCD detector, for each input mode. This allows
reducing the number of input modes to ∼3000, since only those which are in-
cident on the fibre core are effectively coupled. The basis of output modes
consists of a square grid of 100×100 points spaced by approximately 0.5 µm
across the focal plane (i.e. at a certain working distance from the output fibre
facet), which are conjugated to pixels of the CCD detector. Only∼7000 of these
output modes fall within the 50 µm diameter circular area. The interferometric
response to each input mode, recorded at every output mode, allows charac-
terising the light propagation through the whole optical path and forming the
TM. The TM natively accounts for all the aberrations in the optical system and
allows calculating phase modulations which, when applied to the DMD, re-
sults in the formation of a diffraction limited foci at any desired location across
the focal plane.
Due to the high refreshing rate, the USB-3 data interface of DMD, and par-
allel computing, the whole calibration procedure (including obtaining the TM,
computing the output modes, and uploading corresponding patterns to the
memory of DMD module) takes about 2 minutes (indicated in Fig. 4.5). Once
this (calibration) procedure is finished, the calibration module is removed, and
the system is ready for imaging.
4.4 Performance evaluation
The fidelity of the synthetised foci is a crucially important attribute to reach
the highest possible quality of imaging. In MMFs, as well as in all cases when
light propagation through a randomising medium is controlled, only a fraction
of the optical power leaving the medium can be directed into the diffraction-
limited focus. The remaining optical power forms a background signal in the
form of a speckle, observable in Fig. 4.4 a. The speckled background does not
affect the resulting image significantly when observing very sparse and high-
contrast scenes (e.g. a few fluorescent particles in the field of view), however,
it manifests itself as a glare background reducing image contrast in the case of
dense, volumetric samples.
Introduced previously, the ratio between the power in the focal spot and
the total output power emitted from the fibre is commonly used as a figure-
of-merit when assessing the performance of a given optimisation approach.
Working in the off-axis regime and utilising circularly polarised light has been
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shown in the section 3.5 to reach 75% of optical power stored in the desired fo-
cus, which is very close to the theoretical limit for the phase-only modulation
based approaches [53]. Although more suited for turbid media where, in con-
trast to MMFs, the total transmitted power is not accessible, the enhancement
previously mentioned in section 3.4 is frequently employed as a quality metric.
This parameter, defined as the ratio of the peak intensity on the focal point to
the average level of speckled background, exceeded 3100 in our experiments.
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FIGURE 4.4: Performance evaluation MMF based system for in vivo experiments. a.
Combined foci (sum projection) at the distal MMF facet demonstrating the power uni-
formity of focusing at different locations. b. Intensity distribution and its azimuthally-
averaged profile of the chosen focal point (indicated by a blue square on panel a) in
logarithmic scale. c. Validation of fluorescent imaging using 4 µm fluorescent par-
ticles. d-h. Assessment of spatial resolution using a negative USAF-1951 test target.
Image of the test target d and contrast measurements of the selected target elements of
265 line pairs per millimetre (lp/mm) e, 512 lp/mm f, and 645.1 lp/mm g. (h) Imaging
contrast as a function of the normalised spatial frequency for the target elements in d,
and the fit of the modulation transfer function (MTF) corresponding to an aberration-
free imaging system with a circular aperture. The fit allows for the estimation of the
effective numerical aperture (NA) as 0.225± 0.008, and the corresponding resolution
limit (Abbe criterion) as 1.18± 0.04 µm.
A fast bucket intensity detector being triggered by DMD reference TTL
pulses (in a synchronous manner with switching between individual DMD
modulations) allows operating the system with a refresh rate of almost 23 kHz,
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which results in an imaging rate of 3.5 frames per second. The system has been
devised with a robust cage based construction, resulting in a stable operation
spanning several hours without the need for recalibration. The optical path
was designed to achieve the maximum resolving power of the MMF. The reso-
lution of the demonstrated fibre based system has been assessed via a negative
USAF 1951 test target placed in proximity to the distal end of the fibre. As
shown in Fig. 4.4 b, the separation of 4 µm and 1.9 µm between the lines could
be imaged with contrasts of 85% and 30%, respectively, which is in good agree-
ment with the resolution limit (Rayleigh criterion) for the NA of the fibre and
the wavelength used.
For validation of operation in the fluorescent regime (Fig. 4.4 f), we used
4.0 µm, red fluorescent beads that have been placed on a microscope slide.
Emitted fluorescent light from the sample is collected and delivered back to
the imaging system by the same fibre, where it is spectrally isolated from the
excitation signal by a dichroic mirror and directed towards a photomultiplier
tube.
4.5 Deep-brain imaging in vivo
4.5.1 In vivo implementation of an MMF based system.
Figure 4.5 outlines the experiment of in vivo implementation of an MMF based
imaging system. During preparations for in vivo experiments, significant at-
tention was brought to practical applicability and operational simplicity of the
system, avoiding any delays and allowing collaborators to perform the exper-
iment with minimal guidance. A special calibration procedure, which is not
required for conventional Fourier optics based imaging systems, was exten-
sively optimised. The set of constructional solutions for fast replacement of
the probe, special procedures for probes preparation, keeping the geometry al-
most identical to minimise alignment time, and parallelised computing of the
patterns for output modes, allowed reaching reasonable delay times (of about
10 minutes) between experiments.
For the demonstration of in vivo imaging capability deep within the brain
of an anaesthetised animal, we used transgenic mice with a subpopulation
of inhibitory interneurons labelled with a red fluorescent marker (tdTomato;
see Materials and methods). The insertion of the fibre endoscopic probe
into the primary visual cortex (V1) and deeper into the hippocampus of the
mouse brain was made through a small craniotomy. The images presented
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in Fig. 4.6 a,b were recorded at different depths within V1 (0.5-0.8 mm), and
in the CA1 region and dentate gyrus of the hippocampus (approximately 1.5
and 2 mm). In order to visually assess the damage caused by insertion of
the probe, post-mortem section of the perfused brain after fibre imaging was
performed. As demonstrated in Fig. 4.6 d the fibre tract width does not exceed
50 µm. However, taking into account the size of the fibre probe (125 um), it
means that the surrounding tissue was compressed during the penetration
process. Induced fractional volume displacement may cause a damage of
neuronal processes, rupture of small vessels and associated disruption of
neuronal activity [99, 117–119]. An assessment of the tissue damage was not
the main aim of the current study, but will be addressed in the future works.
The resolution and contrast achieved in vivo allow for the visual identification
of both relatively large objects, such as cell soma (diameter around 10-20 µm,
see Fig. 4.6 a), and thin processes (usually 1-2 µm wide) with fine structures,
corresponding to synaptic boutons (see Fig. 4.6 b). It is important to notice





































FIGURE 4.6: In vivo implementation of MMF based system. Images of somata (a)
and processes (b) of inhibitory neurons observed via direct insertion of the MMF probe
up to 2 mm deep into a mouse brain. Arrows indicate branching points and synaptic
boutons. c. Imaged via out-of-focus light non-labelled objects as blood vessels and
blood cells, as well as record bleeding caused by penetration of fibre probe. d. Post-
mortem coronal brain section showing fibre tracts of the MMF probe in the visual
cortex and in the hippocampus. The width of each tract is less than 50 µm.
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allows avoiding distortion of the images as well as any related post-imaging
corrections.
In contrast to the above-presented experiments with beads, in vivo images
are affected by fluorescent background, which is usual for low-NA epifluo-
rescent imaging and could be reduced by utilising higher NA fibre probes,
implementing advanced techniques (e.g. multiphoton imaging) or optimising
labelling density. Moreover, relatively strong out-of-focus signal in close prox-
imity to labeled cells led to the capture of images of non-labelled objects such
as blood vessels and blood cells, as well as record insignificant, but unavoid-
able bleeding caused by penetration of the fibre probe (see Fig. 4.6 c).
Another important feature of holographic imaging is the ability to scan
across different focal planes while retaining the position of the fibre probe.
This can be done by repeating the calibration procedure for different axial po-
sitions of the objective in the calibration module. Such technique allows to ob-
serve the dynamic of axially displaced objects, which otherwise would require
constant moving of the probe from plane to plane and cause further tissue
damage. In this work, such ability was demonstrated (see Fig. 4.7), however
not fully utilised, mostly because of the relatively low labelling density (∼1
labeled cell per 50× 50× 50 µm volume), which was chosen in order to avoid
image contamination by strong out-of-focus light.
4.5.2 Materials and methods
Animals
Data were acquired from 5 adult mice (5-6 months old). In 4 mice, a subpop-
ulation of inhibitory neurons, Somatostatin-expressing (SST) neurons, was la-
belled with a red fluorescent marker (tdTomato) using a Cre-driver transgenic
mouse line: Sst<tm2.1(cre)Zjh> (SST-Cre) [RRID: IMSR_JAX: 013044] (Jack-
son Laboratory, ME, USA) cross-bred with Rosa-CAG-LSL-tdTomato [RRID:
IMSR_JAX: 007914] mice. In one mouse, another subpopulation of inhibitory
neurons, (VIP) neurons, was labelled with the same red fluorescent marker
(tdTomato) using a Cre-driver transgenic mouse line: Vip<tm1(cre)Zjh> (VIP-
Cre) [RRID: IMSR_JAX: 010908] (Jackson Laboratory, ME, USA) cross-bred
with Rosa-CAG-LSL-tdTomato [RRID: IMSR_JAX: 007914] mice. The animals
were group housed (typically 2-4 mice), and both male and female mice were
used for the experiments. All procedures were approved by the University of
Edinburgh animal welfare committee and were performed under a UK Home
Office project license.
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FIGURE 4.7: Fluorescence imaging can be performed at mul-
tiple depths from the front facet of the fibre, by calibrating
the system to different focal planes. The generated patterns
were displayed on DMD consecnitly, resulting in an aquisi-
tion rate of a full stack (3 images) in less than a second. The
chosen focal planes were ofset by 10, 15 and 20 µm from the
distal fibre facet, to guarantee that the full NA of the fibre
was reached uniformly across the field of view (see Fig. 4.3)
and to minimise sample-induced aberrations.
Surgical procedures
For craniotomy, mice were anaesthetised with isoflurane (4% for induction and
1-2% maintenance during surgery and throughout imaging) and mounted on
a stereotaxic frame (David Kopf Instruments, CA, USA). Eye cream was ap-
plied to protect the eyes (Bepanthen, Bayer, Germany), analgesics and anti-
inflammatory drugs were injected subcutaneously (Vetergesic, buprenorphine,
0.1 mg/kg of body weight, carprofen, 0.15 mg, and dexamethasone, 2 µg). A
section of scalp was removed, and the underlying bone was cleaned before a
craniotomy (around 2×2 mm) was made over the left primary visual cortex
(V1, 2.5 mm lateral and 0.5 mm anterior to lambda). Cyanoacrylate glue (Lock-
tite, UK) was applied to the surrounding skull, muscle, and wound margins to
prevent further bleeding.
Imaging procedure
The animal was fixed on a sample module using ear-bars and wore a face mask
for the delivery of isoflurane anaesthesia (1-2%). Suitable body temperature
was maintained via thermal bandage. The automotised translation stages of
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imaging sample stage were used for targeting the craniotomy and for the con-
trolling of the fibre penetration process. The endoscopic fibre probe was grad-
ually lowered into the craniotomy, up to 1-4 mm into the brain tissue targeting
deep cortical layers in V1 and ventrally through the hippocampus to the base
of the brain. Images were collected at ∼3.5 frames per second at multiple re-
gions throughout the tissue. At the end of the imaging session, animals were
given an overdose of sodium pentobarbital (240 mg/kg) prior to transcardial
perfusion with phosphate buffered saline (PBS), and then 4% paraformalde-
hyde. The fixed brains were then extracted, and 50 µm thick coronal sections
were made with a vibratome (Leica, Germany) to confirm the location of the
fibre tract.
4.6 Conclusions
FIGURE 4.8: Scale-preserved com-
parison of the most typical endo-
scopic probes and a MMF.
In this work, we have designed a highly
optimised optical pathway for fluorescence
imaging of deep-brain structures with micro-
metric spatial resolution and causing mini-
mal damage to the tissue surrounding the
fibre penetration area. Deploying the most
efficient wavefront-shaping algorithms and,
currently, the fastest possible hardware for
light modulation, our system is capable of
taking 7-kilopixel images with micro-sized
spatial resolution and imaging speeds of 3.5 frames per second, allowing ade-
quate spatial and temporal resolution for fluorescent imaging in living tissues.
As a proof of concept, we were able to image fluorescent signal in vivo,
deep within a mouse brain through a single MMF based probe. In anaes-
thetised transgenic mice with tdTomato fluorescent protein expression in a
sparse subpopulation of inhibitory interneurons, we obtained visually identi-
fiable images of neuronal somas and processes both in the visual cortex and in
the hippocampus, more than 2 mm from the surface of the brain. While in our
experiments the imaging was restricted to the cortex and hippocampus, with
this technique the entire dorsal-ventral extent of the mouse brain (4-6 mm) can
be covered, allowing imaging of even the most ventrally located nuclei in the
brain.
The achieved resolution is limited only by the numerical aperture of the
fibre, being comparable with a standard 10× microscope objective. Imaging
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immediately after insertion of the endoscopic probe, which is only possible
due to its minuscule footprint, eliminates the need for a long postoperative
recovery period, as well as the necessity of surgical removal of overlying tis-
sue and implantation of an imaging element, such as a GRIN lens [120, 121]
(see Fig. 4.8). However, due to extremely high density and branched structure
of neuronal cells (∼ 105 nuclei/mm3) and blood vessels (normalised vascular
length ∼ 0.9 m/mm3) in the mouse brain [122], even microscale probes are
unavoidably accompanied with tissue damage [99, 117–119], such as mechan-
ical disrupture of neuronal processes and vessels and associated changes in
neuronal structures and activity. For example, penetration can cause irregu-
larities in spike activity [123], disruption of the blood-brain barrier [124–126],
loss of blood perfusion to the surrounding neuronal cells [127]. Moreover,
these factors affects tissue differently on acute and chronic timescales [117].
Therefore, I believe that studies on tissue damage and most importantly on
its minimisation are inextricably linked to a particular application. Due to the
micronscale size of the probes, a lot of practical knowledge on probe design
[118], penetration or implantation strategies [117] and methods of damage as-
sessment [128–130] can be translated from highly-developed (with successful
implementation in humans) field of electrophysiology and human-machine in-
terface, which strongly rely on arrays of micron-scale electrodes. This demon-
stration paves the way to in vivo implementation of numerous techniques of
modern microscopy including multiphoton [29], super-resolution, and light-




High numerical aperture probes for
microendoscopy
Although the work presented in the previous chapter proved holographic en-
doscopy to be a promising technology for neuroimaging, at the same moment,
the growth of the speed to the applicable level immediately emphasised other
issues to be prioritised in order to convert this concept into a versatile tool for
brain studies.
Commercially available MMFs are currently mostly designed along
telecommunication standards, with a low NA and a limited set of core diame-
ters. Utilising such fibres with a NA equivalent to a 10x microscope objective
for the in vivo demonstration, led to barely resolved neuronal processes and
strong out-of-focus background. It became clear that future advancements
will strongly rely on the development of new fibre types directly optimised
for the needs of holographic endoscopy.
The following chapter presents one of the first works on implementation
of the custom-made fibre probe with ultra-high numerical aperture reaching 1.
Application of the novel fibres in holographic geometries came with new chal-
lenges, which required significant adaptation of the beam-shaping methods
and experimental setup for full utilisation of the available focusing power.
Probably the most demanding in terms of sharpness and quality of the
foci the biophotonics technique, holographic optical trapping has been chosen
as an experiment for validating the high-resolution focusing ability of holo-
graphic systems based on the novel fibres. Recent works on in-vivo imple-
mentation of optical tweezers for studying mechanical properties of cells and
tissues show growing need in precise measurements of forces in realistic en-
vironments [131–133]. However, all these works were performed in relatively
optically transparent samples, such as embryos of drosophila and zebrafish
or capillary vessels of mouse ears, due to previously explained limitations
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for applications of optical methods in deep tissues. The successfully demon-
strated here three-dimensional optical confinement and manipulation with ar-
rays of micro-particles broaden the possibility for in-vivo applications of opti-
cal tweezers in previously inaccessible conditions.
Note that the potential of the obtained results is not limited to optical
trapping, but it opens new exciting perspectives for in vivo deep-tissue
implementations of advanced techniques relying on tightly focused laser
beams, such as super-resolution imaging and targeted ablation.
Related paper:
Leite, I. T., Turtaev, S., Jiang, X., Šiler, M., Cuschieri, A., Russell, P. S. J., & Čižmár,
T. "Three-dimensional holographic optical manipulation through a high-numerical-
aperture soft-glass multimode fibre." Nature Photonics, 12(1), 33, 2018.
The contributions from the author of this thesis to the work presented
in this chapter consisted of: (i) fibre probe preparation and post-processing
for trapping experiments, (ii) performing the experimental evaluation of the
temperature-induced effect on transformation matrix, (iii) performing the
experimental demonstration of system resilience to fibre bending.
5.1 Fibre probe
The optical fibres utilised in this work represent a new class of step-index mul-
timode fibres made from soft-glass materials, specially developed for very-
high-NA applications. Two lead silicate glasses having very different refrac-
tive indices are used as the core and inner cladding materials – respectively
Schott SF57 (a dense flint) and Schott LLF1 (a very-light flint) – whereas an
outer cladding of fused silica increases the mechanical resilience of the fibre.
Such high refractive index contrast yields an NA of 0.98 in the middle of the
visible spectrum and 0.96 at the near-infrared wavelength of 1.064 µm, values
previously accessible only with microstructured optical fibres [134]. However,
these two glasses are also characterised by very distinct melting temperatures,
posing natural difficulties in the fibre drawing process, which required design-
ing a customised heating element. Analogous to the in vivo probe characteri-
sation in Sec. 4.2, Figure 5.1 shows the available NA in front of the output fibre
endface, estimated in the ray-optics approximation, and using the parameters
NAfibre = 0.96 and core diameter d = 20 µm for the fibre, and n = 1.333 (wa-
ter) for the refractive index of the surrounding medium. The lower plot shows
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FIGURE 5.1: Evolution of numerical aperture with distance
from the output fibre facet. The lower plot shows the evo-
lution of the NA along the optical axis, and the series of
dark subplots illustrate the NA profiles across different axial
planes in front of the fibre.













The maximum available NA of the fibre is in a conical region in front of the fi-
bre endface whose apex is at a distance of approximately 10 µm from the fibre.
Accordingly, the volume in front of the fibre facet where the NA is maximum
is approximately 1000 µm3. The trapping experiments were performed with
the calibration plane located at a distance z ' 4 µm from the fibre facet (rep-
resented in Fig. 5.1 as the left-most NA axial profile) to allow for access of the
particles as well as manipulation depth in the axial direction. At this distance,
the region in which the NA is maximum is about 12 µm in diameter.
The core size is 20 µm in diameter and at 1.064 µm the fibres sustain ap-
proximately 1600 guided modes. To demonstrate their potential as minimally-
invasive probes, the fibres are post-processed into a flat-cone termination as
shown in the figure 5.2. The approach, detailed in Sec. 4.3, involves mechan-
ically polishing the cladding of one end of the fibres at a grazing angle of
around 5◦, reducing the overall fibre diameter from the initial 125 µm down
to just 35 µm.
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FIGURE 5.2: High-NA step-index multimode fibre probe. a. SEM image of the fibre
endface. The diameters of the core and of the cladding are 20 µm and 125 µm, respec-
tively. b. Micrograph of a post-processed fibre probe where the cladding thickness
has been reduced to 35 µm (at the tip) by side-polishing.
5.2 Mode dependent losses
In MMFs, not all guided modes experience the same degree of attenuation.
Instead, the higher order modes, those carrying the larger spatial frequencies,
suffer from higher losses than the lower order modes [135, 136]. Such mode
dependent losses (MDL) manifest itself as an angular-dependent intensity dis-
tribution in the far-field output, as depicted in Fig. 5.3 a. Importantly, this im-
balance on the output spatial frequency spectrum poses a limit to our ability
of producing sharp foci at the distal facet of the fibre. In the low-NA fibres
utilised in the previous chapters this effect is negligible, but when employing
high-NA fibres with lengths exceeding a few centimetres, we have observed a
substantial difference. To overcome this limitation, it is therefore necessary to
significantly intensify the higher-order mode-groups so to achieve the uniform
distal far-field distribution, as depicted in Fig. 5.3 b.
In order to measure the MDL, we coupled into the fibre a set of input plane-
wave modes as explained in Sec. 3.5.2. Coupled to the fibre, truncated plane
waves excite a group of fibre modes with similar propagation constants (trans-
verse spatial frequencies), defined by the ~k-vector of the the corresponding
plane wave. Therefore, integrating the output power at the CCD for each of
the coupled plane waves allows measuring the intensity map shown in Fig. 5.4,
containing the information of the optical transmittance of the different mode
groups, which will be later used for MDL compensation. Figure 5.4 shows
the azimuthally-averaged intensity distribution for different fibre lengths, as
a function of the normalised spatial frequency n sin θ = kt/k0, where kt =
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k2x + k2y is the transverse component of the wave vector and k0 = 2π/λ
its magnitude in vacuum. The insets in Fig. 5.4 display the mode-dependent
transmission measured for the longest and shortest fibres (150 mm and 50 mm
long), as a function of the normalised spatial frequencies qx,y = kx,y/k0.
5.3 Experimental setup
The experiment on optical trapping, chosen for the demonstration of high-NA
probes’ potential, does not benefit from high-speed operation. Furthermore,
the stiffness of the traps depends on the optical power of the trapping beam.
Following conclusions from Chapter 3, this work takes advantage of a liquid-
crystal based modulator, providing high optical efficiency at a cost of scanning
speed.
The experimental setup used in this work is depicted schematically in Fig.
5.5. It consists of two decoupled parts, the first dividing the laser beam into a
signal and a reference beams and coupling them into single-mode polarisation-
maintaining fibres (PMF1 and PMF2, respectively). Besides carrying the signal
and reference beams to the main subset of the system, PMF1 and PMF2 serve
also as Gaussian spatial filters. Lenses L1 and L2 form a telescope to demag-
nify the size of the beam originated at the laser source (Yb fibre laser, 1.064 µm
wavelength, continuous wave), and a half-wave plate HWP1 aligns its polar-
isation with the polarisation axis of the Faraday optical isolator OI. A half-
wave plate HWP2 together with a polarising beamsplitter cube PBS1 allow
FIGURE 5.3: Illustration of mode-dependent losses. a. The presence of mode-
dependent losses (MDL) in multimode fibres preferentially attenuates higher spatial
frequencies, limiting the achievable output NA of the generated foci at the distal fibre
facet. b. MDL can be pre-compensated in the proximal far-field, so to equalise the
power spectrum in the distal far-field, later detailed in Sec. 5.4.1.
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FIGURE 5.4: Measurements of the mode dependent
loss. Azimuthally averaged measurements of the mode-
dependent transmission for fibre segments of varying
lengths, from 50 to 150 mm. The inset figures show nor-
malised measurements of the spatial-frequency dependent
intensity for a fibre with length 50 mm (top-right) and for
another with length 150 mm (bottom-left).
controlling the total amount of power propagating in the optical system (the
excess power is diverted towards a beam block BB), whereas a half-wave plate
HWP3 and a polarising beamsplitter cube PBS2 allow adjusting the power ra-
tio between the signal and reference beams, which are coupled into PMF1 and
PMF2 via aspheric lenses L3 and L4, respectively.
The signal beam leaving PMF1 is collimated and expanded by lens L5 to
overfill the spatial light modulator SLM under a small incidence angle. A half-
wave plate HWP4 is used to align the polarisation of the signal signal beam
with the polarisation axis of the SLM. An aperture APT1, placed in the far-
field of the SLM, isolates the first diffraction order while blocking all others.
Lenses L6 and L7 are placed in a 4 f configuration and image the first diffrac-
tion order of the holograms generated at the SLM onto a dielectric mirror M1.
Lens L8 and an oil-immersion microscope objective MO1 are also placed in a
4 f configuration and further relay the holograms from M1 to the input facet of
the multimode fibre MMF. The combination of L6, L7, L8, and MO1 chosen en-
sures the necessary demagnification (370×) of the phase holograms such that
their image size matches the dimensions of the MMF core. M1, being conve-
niently placed in a plane conjugate to the input fibre facet, serves as a steering
mirror to finely adjust normal incidence onto MMF.
































































FIGURE 5.5: Scheme of the setup for the trapping experiment. LASER: Yb fibre
laser, 1.064 µm CW (IPG Photonics YLR-10-1064-LP-SF); SLM: reflective liquid crys-
tal on silicon (LCoS) spatial light modulator (BNS HSPDM512-800-1064); MO1: oil-
immersion microscope objective (Olympus UPlanFL 100x/1.30 Oil); MO2: water-
immersion microscope objective (Olympus UPlanSApo 60x/1.20 W) mounted on a
piezo nanopositioner (Mad City Labs Nano-F100); CCD1 and CCD2: charge cou-
pled device GigE camera (Basler pilot piA640-210gm); PD: thermal power detec-
tor (Thorlabs S302C); HWVR: half-wave liquid crystal variable retarder (Thorlabs
LCC111-C); LED1: light-emitting diode 625 nm (Thorlabs M625L3); LED2: warm
white light-emitting diode (Thorlabs MWWHL3); OI: Faraday optical isolator (LINOS
FI-1060-8SI); BB: beam block (Thorlabs LB2); PMF1 and PMF2: polarisation maintain-
ing fibre (Thorlabs PM980-XP); PBS1 and PBS2: polarising beamsplitter cube (Thor-
labs PBS103); BS: 50:50 non-polarising beamsplitter cube (Thorlabs BS011); HWP1
to HWP4: half-wave plate (Thorlabs WPMH10M-1064); QWP1 and QWP2: quarter-
wave plate (Thorlabs WPMQ10M-1064); DCM: shortpass dichroic mirror, 805 nm cut-
off (Thorlabs DMSP805R); SPF1 and SPF2: shortpass filter, 800 nm cut-off (Thor-
labs FES0800); APT1 to APT3: iris diaphragm (Thorlabs SM1D12D); M1 and M2:
broadband dielectric mirror (Thorlabs BB1-E03); L1, L8 and L9: achromatic doublet,
f = 200 mm (Thorlabs AC254-200-C); L2: achromatic doublet, f = 100 mm (Thor-
labs AC254-100-C); L3 and L4: aspheric lens, f = 8.07 mm (Thorlabs C240TME-1064);
L5: achromatic doublet, f = 50 mm (Thorlabs AC254-050-C); L6: achromatic doublet,
f = 250 mm (Thorlabs AC254-250-C); L7: achromatic doublet, f = 75 mm (Thor-
labs AC254-075-C); L10: aspheric lens, f = 11.21 mm (Thorlabs C220TME-1064); L11:
achromatic doublet, f = 100 mm (Thorlabs AC254-100-A); L12: achromatic doublet,
f = 30 mm (Thorlabs AC254-030-C); L13: achromatic doublet, f = 25 mm (Thorlabs
AC127-025-A); L14: aspheric lens, f = 8.00 mm, NA = 0.50 (Thorlabs C240TME-A);
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The distal end of the MMF is immersed in a water droplet held by a custom-
made cuvette (inset of Fig. 5.5) which is in contact with a water-immersion
microscope objective MO2 through a water-index-matching medium. MO2 in
combination with tube lens L9, image the MMF output facet (or, in general,
any desired calibration plane at a given distance from the endface) onto cam-
era CCD1 with a magnification of 66×. MO2 is mounted on a piezo nanoposi-
tioner allowing a precise focussing adjustment, critical for the trap characteri-
sation measurements as well as for the reconstruction of the 3D profile of the
focal points.
Quarter-wave plates QWP1 and QWP2 are used to convert the polarisation
state of the signal beam from linear-to-circular and circular-to-linear, respec-
tively, as circularly-polarised modes are shown to be better preserved upon
propagation in MMFs [33].
A non-polarising beamsplitter cube BS combines the signal and reference
beams at CCD1 for the interferometric measurement of the transmission ma-
trix, and diverts a portion of the signal beam towards the power detector PD,
allowing to assess the output power from the MMF. Half-wave plate HWP5 is
used to align the polarisations of the signal and reference beams to maximise
the contrast in the interference patterns.
A dichroic mirror DCM placed in the optical path allows coupling inco-
herent light from LED1 into the fibre, to provide uniform illumination on the
trapped objects for en face imaging by CCD1, and a short-pass filter SPF1 is
placed to block the trapping beam. Lens L11 images an aperture APT2 onto
the back-focal plane of MO1. LED2, lenses L12 and L13, a diffuser DIFF, and
an aperture APT3 provide a pseudo-Köhler illumination for side-view imag-
ing through lens L14 onto camera CCD2. A short-pass filter SPF2 is used to
filter out scattered light from the trapping beam.
A variable retarder HWVR is used to control the amount of power in the
trap site (in closed-loop with feedback from PD) during the characterisation of
the optical tweezers, as it allows introducing, in the signal beam, a polarisation
component orthogonal to the polarisation axis of the SLM with variable am-
plitude, whose power remains in the zero diffraction order and is thus filtered
out by APT1.
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5.4 Holographic methods
5.4.1 Principal changes to overcome MDL
The measurements of MDL, performed above (see Fig. 5.4), shows that indi-
vidual mode groups experience different amounts of attenuation, those with
smaller propagation constants (with higher transverse spatial frequencies)
have higher loss (see Fig. 5.3 a). In order to tackle this limitation, it is therefore
necessary to significantly intensify the higher-order mode-groups in order to
achieve the uniform distal far-field distribution, as depicted in Fig. 5.3 b.
In the conventional plane wave based approach, utilised in Chapters 3 and
4, the spatial light modulator is relayed onto the back focal plane of the cou-
pling objective, i.e. a plane conjugate to the proximal far-field. The only way
to achieve the required power distribution in this arrangement is to discard
the excessive power in the central zones, which would be associated with a
significant power loss. A modified system utilised in this work, with an addi-
tional lens to project the SLM directly onto the input fibre facet, allows altering
the spatial content of the holographic modulation. In this arrangement, the
power could be redistributed between the central and the peripheral zones of
the proximal far-field without incurring the prohibiting power loss.
Additionally, in order to harness the full NA of the novel fibres, the cou-
pling of light into and out of the MMF is performed through an immersion
layer and uses objectives lenses with NAs higher than that of the fibre – an
oil immersion layer and a 1.4 NA microscope objective on the proximal fibre
facet, and a water immersion (compatible with the trapping experiments) 1.2
NA microscope objective on the distal facet.
5.4.2 Calibration and foci generation
TM measurments
Despite the implemented changes in the setup (a fibre facet placed at the im-
age plane of the SLM), the algorithm for TM measurements and foci genera-
tion remained almost the same. The phase holograms applied to a spatial light
modulator are imaged onto the input fibre facet in the off-axis holography con-
figuration, where the first diffraction order is isolated using a spatial filter. In
order to measure the transmission matrix (TM) of the fibre, a calibration plane
(at a given distance from the output fibre facet) is imaged onto a CCD detec-
tor, and an external phase reference is introduced in the optical pathway via a
non-polarising beamsplitter. We have chosen a set of 38× 38 orthogonal plane
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FIGURE 5.6: Schematic illustration of the calibration procedure and foci generation.
Truncated plane waves in the image plane of the modulator, generated by gratings
applied to the whole surface of the SLM, are used as the a basis of input modes for
TM measurements (a). Projected to the fibre facet, such modes could be employed for
preliminary scanning of the fibre facet for selecting only the modes, that fall within
the acceptance angle of the fibre, as well as for evaluating the impact of the MDL (b).
Following the same algorithm based procedure as explained in Sec. 3.5.2, the response
for each of the selected modes could be obtained by analysing the signal from the se-
lected pixel of CCD camera (c). Complex responses to each input mode multiplied
by the inverted MDL map (redistributing power towards higher order modes) (P) are
arranged in the Fourier domain around the first order (P’) according to the initial po-
sition of the used input modes in the Fourier plane. Fourier transform of the arranged
array (its phase part) are applied to the SLM in order to generate a focal point (d) at
the selected position (chosen pixel of CCD camera). e. Simultaneous generation of
two optical traps (foci). The SLM phase pattern is compiled a superposition (in the
Fourier domain) of the calculated complex fields, corresponding to the chosen output
positions.
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waves as the basis of input modes, whereas the output modes are heavily over-
sampled, consisting of a square grid of 100× 100 points at the calibration plane
which are conjugated to individual pixels in the CCD detector. Using the SLM
to change the phase difference between a given input mode and the external
phase reference, leads to a harmonic signal of the intensity in each position of
the grid of output modes. Thus, the complex field (i.e. both amplitude and
phase) at each position of the calibration plane can be retrieved by changing
the phase difference steps, using the recorded intensity for each step. Impor-
tant to note that, in this work, 8 steps of π/4 phase shift were used in order
to suppress flicker-induced phase noise, as shown in Chapter 3. Acquiring the
full TM corresponds to repeating this procedure for all chosen input modes.
Generation of foci
As shown in Fig. 5.6 d, in order to generate a diffraction-limited output mode
at a particular position in the calibration plane, and taking into account the
presence of the MDL, the obtained complex input field corresponding to this
point (chosen row of the TM), is multiplied by the inverted map of the MDL
(measured in Sec. 5.4.1), providing spectral amplitude modulation to redis-
tribute power towards higher order modes.
One of the key advantages of holographic optical trapping is the capability
to simultaneously manipulate with multiple optical traps. In order to simul-
taneously generate multiple diffraction-limited foci at the chosen output po-
sitions, the SLM phase pattern is compiled using phase information from the
superposition of calculated complex fields, corresponding to the chosen out-
put positions. Moreover, overall output power can be redistributed between
the foci at will, by adjusting relative amplitude (a) of the two output modes, as
shown in the Fig. 5.6 e.
Axial positioning of foci
Owing to the remarkable cylindrical symmetry of fibre-optic waveguides, the
longitudinal component of the wave vector (i.e. the propagation constant)
is very well conserved through the fibre (axial memory effect) [31]. Thus, a
quadratic phase added to the spatial spectrum of the input modes is preserved
and, therefore, found in the spatial spectrum of the output modes, resulting
in a defocus and axial displacement of the diffraction-limited foci. When gen-
erating multiple output focal-point modes simultaneously, a defocus can be
applied to each of them individually, using different quadratic phase masks
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applied to the input complex modulation, corresponding to chosen output
focal-point modes.
Fine lateral positioning of foci
Since the separation between the calibrated sites of the grid of output modes
is much smaller than the spatial extent (spot-size) of each one of them, the fine
positioning of a distal focal-point (FP) mode between such calibrated locations
can be achieved by constructive interference of two neighbouring modes si-
multaneously. This results in a distribution of the optical field corresponding
to a single FP, whose central position can be finely tuned by the relative ampli-
tude of the two output modes.
When the FP separation approaches their size, the generated focus broad-
ens, translating into a decreasing NA and stiffness of the holographic optical
tweezers (HOT). To verify the limits of this approach, we have simulated the
focus relocation for the FP separations, ranging from 0.1 µm to 0.8 µm using
a TM calculated for a fibre having the same parameters of those used in our
experiments. The resulting intensity distribution is fitted to an Airy disk distri-
bution deformed elliptically, allowing us to retrieve the actual position of the
focus as well as its effective NA (in the direction of the major axis, i.e. parallel
to the line segment connecting the two FPs) as it is relocated.
The results of the simulations for the FP separations of 0.2 µm and 0.3 µm
are shown in Fig. 5.7 a,b. We have complemented these simulations with
experimental measurements, where the spacing between consecutive FPs is
≈0.23 µm. At each position, the intensity distribution of the relocated focus
was reconstructed from three images taken at three distinct exposure times,
and fitted to an elliptical Airy disk as in the simulations.
Figure 5.7 c shows the experimental data averaged over five measurements.
For the 0.23 µm FP separation used in this work, we see that the effective NA is
kept almost constant during the HOT fine positioning, and the total deviation
from the expected trajectory is smaller than 5 nm. Moreover, the precision of
each step along the trajectory is 1.8 nm for the step size used (23 nm). It is
worth noting that the presence of MDL in the 65 mm-long fibre used in the
measurements, not taken into account in the simulations, is responsible for a
visibly smaller effective NA in the measurements when compared with the
simulated data.
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FIGURE 5.7: Simulation and experimental data on fine lateral po-
sitioning of foci. Detected central position and effective NA of the
focus created by coherent superposition of two neighbouring FP out-
put modes as a function of its expected central position. a,b. Simu-
lated data using a FP separation of (a) 0.2 µm and (b) 0.3 µm. c. Ex-
perimental data with consecutive FP modes spaced by 0.23 µm. The
error bars in (c) are smaller than the data markers. The horizontal
dashed line indicates the NA value of 0.8 required for stable optical
confinement and the inset figures show the deviation between the de-
tected and expected positions of the focus as it is relocated between
the two FPs.
5.4.3 Trapping procedure
A water-filled custom-made cuvette composed of 170 µm thick coverslips (in-
set of Fig. 5.5) is mounted in the system to immerse the distal end of the fi-
bre into the liquid. A water-immersion microscope objective lens is trans-
lated towards the cuvette from the opposite side, with a water-index-matching
medium applied in the cuvette-objective interface. The optical signal leaving
the objective back-aperture is further imaged on a CCD using a tube lens. With
this configuration, we proceed with the calibration procedure (measure the
MDL and TM), which allows for further foci generation and manipulation. A
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suspension of silica microspheres (Duke StandardsTMwith 1.57 µm±0.02 µm in
diameter) is pipetted into the cuvette and let diffuse within the water medium.
For the following procedures, we block the trapping wavelength using a di-
electric short-pass filter and provide incoherent illumination of the sample by
using an LED at visible wavelength. For the face view, the illumination signal
is delivered through the high-NA fibre, whereas for the side-view a stand-
alone Köhler illumination pathway is provided. In all cases when the side-
view imaging pathway is used, the water illumination objective is displaced
away from the cuvette in order to allow sufficient space for the side-view
imaging lens. A single optical trap, or an assembly of traps, is generated via
computer-controlled SLM modulation which, based on the face view or side-
view camera-feedback, is permanently adjusted manually from a LabVIEW
based interface in order to confine the corresponding amount of particles dif-
fusing into the vicinity of the distal end of the high-NA fibre. Records of the
confined particles are then used for demonstrations of the instrument’s versa-
tility.
5.5 High-resolution focussing
The generation of high NA, diffraction-limited foci is of great importance in
this work, as it is the enabling principle for HOT providing 3D optical confine-
ment, but also forms the basis for other high NA techniques, including imag-
ing. To assess the achievable NA of the system, as well as the impact of the
MDL compensation, we have carried out a study where 91 focal-point modes
are sequentially generated across the distal fibre facet. The procedure was re-
peated for several TM measurements and for varying length of the same fibre
segment, which was successively re-cleaved to reduce its size in increments of
25 mm.
Since the intensity distribution of each FP mode spans over the 8-bit dy-
namic range of the CCD camera, three images are taken for each FP mode with
exposure times of 0.1 ms, 1 ms, and 10 ms, in order to reconstruct its intensity
distribution I(x, y), where x and y denote the cartesian coordinates of the im-
age in pixel units. One of such intensity distributions is shown in Fig. 5.8 a,b,
prior and after MDL compensation. The FP mode shown was generated at a
radial distance of 2.25 µm (from the fibre axis) and at a distance of 2.0 µm from
the fibre facet, through a 50 mm long fibre. Each intensity distribution I(x, y)
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FIGURE 5.8: High-resolution focussing through MMFs. a,b. Transverse intensity
profile of a focal-point (FP) mode, with and without MDL compensation, and com-
parison of the azimuthally-averaged intensity profile with the fitted Airy disk inten-
sity distribution. The NA of the FP mode is enhanced from 0.82± 0.01 (prior to MDL
compensation) up to 0.91± 0.01 (after MDL compensation). c. Longitudinal profile of
the intensity distribution of the same FP mode. d. Ellipsoid fitted to the level surface
with intensity corresponding to 1/e of the maximum value. The fibre used in (a-d)
was 50 mm long. e. Influence of the MDL compensation on the Airy disk diameter,
effective NA, power ratio, and enhancement for varying length of the MMF.
is fitted to a 2D Airy disk distribution:






where J1 is the Bessel function of the first kind of order one, and
ρ =
√
(x− c)2 + (y− d)2
e
, (5.3)
with a, b, c, d, and e being free parameters (a measures the amplitude, b the
average speckled background, c and d the Cartesian coordinates of the centre
of the distribution, and e its width). In Fig. 5.8 a,b, the fitted distribution f (x, y)
is compared with the azimuthally averaged I(x, y). With the knowledge of the
pixel size in the CCD (7.4 µm) and the calibrated magnification of the en face
imaging pathway (66×), the diameter of the Airy disk, taken as first-zero-ring
in Eq. 5.2, can be estimated as dAiry = 2 · 3.8317 · 7.4 µm · e/66. The corre-
sponding effective NA can then be retrieved as NA = 1.22λdAiry , where λ is the
wavelength in free space (1064 nm).
By scanning the imaging objective axially in steps of 100 nm, we were able
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to reconstruct the 3D intensity profile of the FP mode shown in Fig. 5.8 a,b. Fig-
ure 5.8 c shows the longitudinal profile of the FP mode, where the spot size in
the axial direction is approximately 3.8 times larger than its lateral dimension,
both with and without MDL compensation. Figure 5.8 d shows the 3D struc-
ture of this FP mode as an ellipsoid fitted to the level surface corresponding to
1
e of the maximum intensity.
In addition to the achievable NA, which determines the volumetric con-
finement of light, other parameters quantifying the uncontrolled background
are also important in view of proposed applications. The power ratio is the frac-
tion of total output power at the distal fibre facet which is contained in the
FP mode, and can be estimated as γ2 = ∑x,y[ f (x, y)− b]/ ∑x,y I(x, y). The en-
hancement is defined as the ratio between the maximum intensity of the gener-
ated FP mode and the average speckled background, which can be calculated
as η = a+bb '
a
b . Figure 5.8 e summarises the results of this study, showing the
focus diameter (defined as the first zero-ring in the Airy disk), effective NA,
power ratio, and enhancement for each fibre length tested. Our MDL compen-
sation increases the NA in average by 0.09. However, the ability to generate
FP modes with higher NA decreases with increasing fibre lengths. As the op-
tical loss grows exponentially with the fibre length, the transmitted power by
the higher-order group modes becomes comparable to the noise level in case
of the longer fibres. This translates into increasingly larger errors in the mea-
surement of the MDL, thus limiting the efficiency of the compensation for the
higher spatial frequencies, leading to a decreasing available NA with increas-
ing fibre length. The power ratio across all fibre lengths is around (33± 4)%
with and (37± 5%) without MDL compensation. This means that, in the HOT
characterisation experiments, about 67% of the measured power is distributed
as background outwith the trap site. We note that the theoretical limit for the
power ratio in the case of phase-only modulation is shown to be π4 ' 78.5%
[29]. However, in the presence of complete polarisation mixing, and if only one
polarisation state is controlled (as in this work) this value is further reduced by
half, being π8 ' 39.3% – a value in agreement with the experiments.
5.6 Three-dimensional trapping and manipulation
As explained in Sec. 5.4.3, once the calibration is done, a suspension of silica
microspheres was pipetted into the water-filled cavity (image of the cavity in-
serted in Fig. 5.3). Particles for further demonstrations were initially trapped,
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FIGURE 5.9: Multiple holographic tweezers delivered through a lensless multimode
fibre. a,b. Multiple holographic tweezers trapping of (a) nine particles in a square-grid
arrangement, and (b) eight particles forming a rotating three-dimensional cube. The
different brightness of the particles arises from their varying axial positions relative to
the focal plane of the imaging microscope objective (the particles appearing ‘brighter’
are at a greater distance from the fibre endface). Incoherent light for illumination is
also delivered through the fibre core, which is visible as a blurred disk in the back-
ground. The scale-bars correspond to 5 µm. c,d. Optical manipulation of two particles
inside a turbid cavity comprising a complex, hard-to-access environment. The scale-
bars correspond to 10 µm. In (a-d), all the particles are 1.5 µm-diameter silica micro-
spheres in a water suspension, the fibre length is 65 mm, and the trapping wavelength
is 1064 nm in vacuum.
using a LabVIEW based interface, designed for manual trapping manipula-
tion, and allowing to relocate the trap by pointing (mouse click) a desired po-
sition on the image of the chosen focal plane, imaged in real-time by the en
face-view camera.
Being inherently holographic, the technique allows for the simultaneous
generation of multiple trap sites, and controlling their position in all three di-
mensions independently. Figure 5.9 a shows the top view of nine silica parti-
cles with 1.5 µm in diameter being trapped in a square-grid arrangement at a
distance of 5 µm from the fibre facet. Incoherent light for illumination is deliv-
ered to the scene also by the fibre core, and is visible as a blurred bright disk
in the background of the top-view images. The tilt and skew control of the
geometrical arrangement, and consequent change in axial distance from the
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fibre facet, manifests itself as the change in brightness of the trapped particles,
which are being moved with respect to the focal plane of an imaging objective.
In Fig. 5.9 b, the three-dimensional dynamic control of the optical tweezers is
demonstrated by trapping eight particles simultaneously in a rotating cube ar-
rangement. The top view images show snapshots of a video recording of the
rotating structure.
Having such small footprint, the fibre based HOT could now have access
to the inside of optically inaccessible cavities. To verify this, we used a small
semi-opaque tube comprised of roughly polished PMMA with an opening as
small as ∼125 µm. The simultaneous optical tweezing of two particles while
the fibre is being inserted in the tube is shown in Fig. 5.9 c-d, comprised of
roughly polished PMMA taken from the polymer coating of a commercial op-
tical fibre.
An advantage of the beam-shaping approach based on the transmission
matrix (TM) measurement is that the holograms for generating all output
modes in the field of view can be readily calculated, therefore allowing to
create them on demand and in real time. In our particular case, the basis of
output modes corresponds to individual pixels in the CCD camera, so each
column of the transmission matrix contains the input hologram to generate
a diffraction-limited focus at a different site of a square grid, at the distal
facet of the fibre. The lateral motion of a trapped particle is thus achieved
by sequentially generating consecutive/adjacent output modes, which are
spaced by approximately 0.23 µm. Axial motion is achieved by applying a
defocus on the output modes, by adding a positive or negative quadratic
curvature to the wavefronts.
In aqueous media, confined particles are subject to Brownian motion, so
that recording their 3D trajectories can be used to analyse the strength (stiff-
ness) of the optical trap. Since fibre based HOT is incompatible with the stan-
dard approach of back-focal-plane interferometry [137], we developed an al-
gorithm to extract the particle positions from high-speed video recordings.
Figure 5.10 summarises our study of the trap stiffness along each coor-
dinate for varying fibre lengths. We used the same segment throughout the
study, re-cleaving it several times to shorten its length in increments of 25 mm.
To verify that the axial confinement is indeed due to optical forces, the fibre
was oriented horizontally so as to eliminate the gravitational effects in the ax-
ial direction. The trapped objects were silica microspheres of 1.5 µm in diam-
eter and the wavelength was 1064 nm. Increasing the fibre length clearly de-
grades the trap stiffness, particularly in the axial direction. At the same time,
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FIGURE 5.10: Performance of multimode fibre based holographic tweezers. a-e.
Trap stiffness for each coordinate as a function of the total optical power leaving the
distal fibre end, for various fibre lengths. Since the dependence visibly deviates from
linearity, the data-set has been fitted to κ = aP exp(− P2b2 ) (dashed lines), where κ is
the stiffness, P is the output optical power, and a and b are two fitting parameters.
The parameter a reveals the initial linear trend (solid lines), and its values (in units of
pN/µm/mW) are included in the top-left corner of each plot.
we see that the power dependence also visibly departs from linearity, espe-
cially for longer fibres. Both these effects are connected to MDL. Even with
MDL compensation, the available NA is reduced (as shown in 5.8 e). More-
over, for longer fibres, the MDL compensation intensifies the power of the
lossy mode groups, which leads to temperature increase due to optical ab-
sorption. This causes changes to the TM and consequently reduces quality of
the optical traps.
Comparing these results with the state-of-art HOT systems based on
high-NA microscope objectives, our traps are roughly one order of magnitude
weaker. This is in good agreement with our expectations – the optical traps
only carry about 33% of the output optical power (see 5.8 e) and, although
sufficient for 3D confinement, the available NA is ≈ 20− 30% lower.
Next to sufficiently strong confinement, practical applications of HOT also
require fine positioning with nanometric precision. In order to demonstrate
this, we have implemented above-detailed principles to relocate an optical trap
in a step-wise manner, both axially (see methods in Sec. 5.4.2) and laterally(see



































FIGURE 5.11: Nanometre-scale positioning. a-d. Sequential relocation of the trap
site along the lateral direction, in increments of (b) 20 nm, (c) 10 nm, and (d) 5 nm .
e-g. Sequential relocation of the trap site along the axial direction, in increments of (f)
50 nm and (g) 25 nm.
methods inSec. 5.4.2), while recording the particle position. Figure 5.11 a-d
reveals that even 5 nm lateral steps (≈ 50× smaller than the separation of the
output modes in the TM measurements (23 nm)) can still be resolved. Due
to weaker localisation in the z-direction, the smallest resolvable axial steps are
five times larger (Fig. 5.11 f,g).
Both these studies clearly confirm that the trapping performance is indeed
sufficient, even for advanced applications in biomedical research [137, 138].
5.7 Applicability examination
5.7.1 Resilience to fibre bending
In practical applications of HOT introduced in vivo by a MMF, a certain degree
of bending may be unavoidable, for instance due to mechanical stress induced
by the surrounding tissue or to the dynamic nature of living specimens (e.g.
due to breathing, heart beating, etc.). To demonstrate the HOT’s resilience to
bending of the fibre, we have conducted an experiment in which a 65 mm long
fibre is subject to bending while trapping a silica microsphere. The bending
occurs in the unheld distal segment of the fibre (≈15 mm long) by means of a
controlled pressure applied near the fibre endface by a motorised stage mov-
ing upwards, as depicted in Fig. 5.12. Notably, the particle remained confined
by the HOT even when the fibre endface was translated by 2 mm, the maxi-
mum allowed by the conditions of the experiment, thus introducing a radius
of curvature of 5 cm. The demonstrated resilience to fibre inclination from the
straight position is promising for fibre imaging applications in-vivo, especially,
taking into account that modern techniques in imaging of head-fixed rodents
allow to limit the maximal displacements of the brain to 1-1.5 micrometers
even in motile scenarios [139].
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a
b c
FIGURE 5.12: Resilience of HOT to fibre bending. a. A
static HOT confining a silica microsphere (1.5 µm diameter)
is delivered through a fibre with length 65 mm. The unheld
distal portion of the fibre (15 mm long) is initially straight
and is then progressively bent due to the force applied by
a motorised stage moving upwards. b. Side-view image
of the trapped particle in the initial, straight conformation
of the fibre. c. Side-view image of the trapped particle in
the final, bent conformation of the fibre corresponding to a
vertical displacement of 2 mm and a radius of curvature of
5 cm.
5.7.2 Effect of temperature
Power absorption in the MMF leads to an increase in its temperature, which
modifies the measured TM. This was seen in the characterisation of the optical
tweezers, where the increasing optical power causes the trap site to displace
axially by a few micrometers (Fig. 5.13 c). Remarkably, in the first instance, the
quality of the trap is seen to be well preserved as the trap stiffness increases
linearly with the optical power, especially in the case of fibres with a length
smaller than 100 mm (main text Fig. 5.10). This lead to the hypothesis that,
in the first instance, the optical absorption gives rise to a defocus of the focal
point (FP) modes, and further increasing power leads to the degradation of the
TM.
To test this, we measured the TM of a ≈ 170 mm long fibre under varying
temperature. With respect to the system shown in Fig. 5.5, the setup was mod-
ified into an upright configuration with the fibre bent 180◦ between the two
microscope objectives at the bottom. This allowed immersing≈ 100 mm of the
fibre in a thermal bath, whose temperature was controlled in closed-loop and
could be kept constant with precision down to 0.01 ◦C.
Comparing the several TM measurements at different temperatures with
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FIGURE 5.13: Effect of temperature on the transmission matrix. a. Phase difference
in the proximal far-field with respect to the TM measurement at room temperature,
and fit to a quadratic phase. b. Corresponding defocus (in units of wavelength) as
a function of the temperature difference. c. Axial displacement of the trap site and
corresponding defocus during the optical tweezers characterisation for a fibre with
length 150 mm.
the one obtained at room temperature (T = 21.84 ◦C) we found that, to gener-
ate the same distal FP modes, the proximal far-field is modified by a quadratic
phase – a defocus – with magnitude proportional to the temperature differ-
ence. Figure 5.13 a shows this phase difference, averaged for all distal FPs in
each measurement of the TM, and compares it with a fitted quadratic phase.
Figure 5.13 b shows that the dependence of averaged defocus with tempera-
ture is very linear, having a slope of ≈ 0.19λ/◦C for the fibre length used. A
temperature increase can therefore be compensated to some extent by apply-
ing a defocus on the proximal field, without the need for re-measuring the
TM. Conversely, if we retain the same TM measurement without modifying
the proximal field, such defocus will manifest itself in the distal field as an
axial displacement of the FP modes generated.
In order to link the defocus due to power absorption with the temperature
increase, a study of the axial displacement of a confined particle as a function
of the optical power was conducted using a fibre of similar length (150 mm).
This dependence, shown in Fig. 5.13 c, is also very linear with a slope of ≈
0.065λ/mW. Although the temperature is not distributed uniformly along the
fibre, these two studies gave us a coarse estimate that the fibre temperature
increases by ≈0.3 ◦C per mW, for the fibre length used.
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5.8 Conclusions
The presented in this chapter work is the first demonstration of three – di-
mensional holographic optical manipulation of micro-objects via a single-core
optical fibre. Developed by our collaborators from Max Planck Institute for
the Science of Light a new class of all-solid step-index multimode fibres has
been introduced, which feature a previously unattainable level of NA, exceed-
ing the value of 0.8, necessary for stable optical confinement of silica particles.
Novel high-NA fibres required adapted holographic algorithms that, by taking
the mode-dependent loss into account, enable harnessing the available NA al-
most completely. Moreover, these application-customised approaches enable
positioning of multiple foci independently of one another, with nanometric
precision in all three dimensions. The combination of novel fibres and the
empowered algorithms therefore significantly enhanced our ability to deliver
tightly focussed laser beams into difficult-to-access locations.
The versatility of the new instrument is demonstrated by simultaneous and
dynamic 3D manipulation of large assemblies of dielectric microparticles. The
instrument’s footprint can be as small as 35 µm in diameter, allowing us to
demonstrate the manipulation of micro-objects within a turbid cavity, inacces-
sible to bulk optics. Quantitative analyses reveal that the performance of the
fibre based trapping system is not significantly lower than standard geome-
tries of optical tweezers relying on bulk objective lenses. Particle confinement
strength and fine positioning control are both well maintained, which sug-
gest that the system is applicable without severe compromises. Other possible
concerns might relate to the influence of fibre bending on the quality of result-
ing optical traps. A phenomenological demonstration of this effect, shown in
Sec. 5.7.1, suggests that the resilience of the fibres is sufficient for a wide spec-
trum of practical applications, including in vivo experiments. Furthermore,
it has been recently demonstrated that such deformations can be corrected
for with the use of numerical modelling of light propagation through multi-
mode fibres [33]. This same study also suggests that highly precise numerical
modelling can substitute the process of TM acquisition, which can significantly
simplify the currently complex experimental methods.
The work opens up new perspectives for the first applications of HOT in-
side complex environments, excitingly including in vivo studies, which so far
has only been applied in optically transparent or easily accessible tissues [131–
133]. Manipulating optical traps in three dimensions is a vitally important at-
tribute in such applications, because alternative means of mutually positioning
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the optical traps with respect to the sample (e.g. by the piezo-actuated stages
commonly used in vitro) is no longer feasible.
Finally, the work is broadly relevant beyond the applications of HOT. In
the scope of techniques demonstrated in Sec. 1-4, it opens a direct route to




This manuscript guides the reader through the main technical and method-
ological aspects of the high-speed implementation of holographic endoscopy
through a single multimode fibre probe. Building up on the previous activ-
ity of the group, it addresses emerging challenges of the research community,
including high-speed beam shaping, in-vivo validation of multimode fibre-
based endoscopy as well as high-resolution imaging through the fibres.
When considering imaging applications, and particularly those relying on
the raster scanning of a laser focus inside or behind a complex medium, the
refresh rate of spatial light modulator becomes a vitally important attribute.
Almost all techniques in complex photonics have been initially demonstrated
using liquid crystal based modulators, as convenient device allowing for direct
phase modulation. However, having low refresh rates, acquisition of a single
frame containing a few kilopixels of data typically takes several minutes, it can
therefore not keep up with emerging needs of imaging applications. This rea-
son explains the recent interest in digital micromirror devices with high light
modulation rates, which are several orders of magnitude higher than those of
liquid crystal based modulators.
Although the enhanced modulation rate comes at the expense of optical
efficiency, which is significantly lower than for LC-SLMs, it could be easily
compensated with higher laser power. The collaboration with Kevin Mitchell,
Miles Padget, and David Phillips from Glasgow University, who already for
many years have been utilising DMDs in single-pixel cameras, significantly
accelerated adopting the main principles of controlling these devices and in
the period of one year perform two different studies. First of all, we have
demonstrated the dynamic spatial control of light fields, utilising a DMD for
generation of vector beams with spatially controllable intensity, phase and po-
larisation and their rapid switching at the maximum refresh rate of the DMD.
This fact combined with the relatively low price makes DMDs promising can-
didates for implementation of multimode fibre based imaging as well as for a
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number of the other biophotonic applications, including microscopy and opti-
cal micro-manipulation. Moreover, ustilising DMD in the scheme of polarisa-
tion control, which was for the time demonstrated by Martin Plöschner, Tomáš
Tyc and Tomáš Čižmár on a liquid-crystal-based modulator, for predition of
transformation matrix, this can provide technical means for achiving flexible
operation of MMF-based endoscopes.
Another study aimed to extend high-speed modulation towards the com-
plex environment and carefully compare its performance with a liquid crystal
device. Surprisingly, the obtained results reveal that light-modulation fidelity
achieved by a MEMS-based device is not compromised by its inherent limita-
tion of binary amplitude modulation regime if applied in an off-axis regime.
Moreover, additional features such as scattering- and flicker-free operation are
shown to provide quality enhancement of wavefront shaping, showing the
significantly higher contrast of generated foci. This makes DMDs even more
appealing for the imaging applications.
Working closely together with the Tristan Altwegg-Boussac, Janelle Pakan
and Nathalie Rochefort from the University of Edinburgh, recognised experts
in the discipline of in-vivo imaging, we optimised the experimental designs
under the requirements of the particular activity of our mutual interest: ob-
servation of neuronal cells in deep regions of visual cortex and hippocampus
within a living animal model. We have, wrapped the previously tested high-
fidelity wavefront-shaping approach in a compact design, in order to achieve,
so far, the best performance in fibre imaging available in vivo. As a result,
the system allowed imaging neuronal somata as well as processes deep inside
the brain of living animal model using a bare optical fibre having a footprint
as small as 60 µm in diameter, which is an order of magnitude smaller when
compared to currently used approaches based on GRIN lenses or fibre bun-
dles.
This experiment is the quintessence of the entire work of the candidate and
a certain checkpoint in the development of the technology. For the first time,
holographic microendoscopy fulfilled a number of its main promises (claimed
advantages) simultaneously in one experiment, demonstrating such qualities
as the resolution limited only by the numerical aperture of the fiber, pureness
of the focal points reaching theoretically possible values for phase-only holog-
raphy, the scanning speed at the maximum of the fastest available spatial light
modulator and finally the minimal invasiveness in in-vivo applications. Al-
though achieved via the most primitive imaging modality, these results thus
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demonstrate the readiness of holographic endoscopy to be used in highly spe-
cialised studies of neuronal cells and the connectivity of neuronal circuits.
Certainly, such specialised studies will require equally specialised fibre
probes, with optimised numerical aperture and core size, which simply do
not exist at the moment. Future advances on the applicational side depend
heavily on the development of specialty fibres that will meet not only the
requirements of applications but also take into account existing technical
limitations. For example, pushed to the limit of the DMD, the trade-off
between the size of the field of view and the scanning rates is still far from the
speed of traditional scanning microscopic techniques.
As for the further evolution of the technology, there is a clear trend in the
minimally-invasive introduction of more complicated biophotonic techniques
through the fibre or fibre assemblies. The focusing power of commercially
available MMFs has however never been sufficient to support some of the most
advanced imaging and biomedical approaches, which rely on extremely tight
focusing of light.
The idea of increasing the numerical aperture of fibres is neither novel nor
limited to applications in holographic endoscopy. This may sound paradox-
ical, but the simplest and most effective way to obtain very high numeri-
cal apertures is a microstructured fibre, where the light-guiding core is sur-
rounded by an air cladding, which significantly increases the refractive index
contrast. However, the contact of such fibres with tissues instantly leads to the
filling of holes and a decrease in the effective refractive index.
Teaming-up with the world-known leaders in fibre development - the
group of Philip St. J. Russell from the Max Planck Institute for the Science of
Light, allowed us to design, manufacture and utilise an ultra-high NA, but at
the same time solid-core fibre, which was specifically tailored for advanced
bio-photonics applications. The new fibre designs have brought eminent
enhancement of the numerical aperture, approaching the focusing power of
the best water-immersive physiology objectives.
Application of the novel fibres in holographic geometries came with new
challenges. In structures with such a high refractive index contrast, higher spa-
tial frequencies suffer from strong losses, in fact, they are effectively leaking
out already at the distance of few centimetres. Introduction of adapted beam-
shaping methods and experimental designs allowed to substantially compen-
sate for this effect at the cost of optical power. In the future, the solution could
be also found in the implementation of mode-mixers, which provide redistri-
bution of the guided power between the fibre modes.
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Utilising compensation algorithm allowed not only to demonstrate for the
first time three-dimensional holographic optical manipulation of arrays of
micro-particles, with active and precise control of their positions but to prove
its applicability in optically complex environments. These results demonstrate
significant broadening of the applicability of holographic endoscopy and pave
the way to minimally-invasive implementation of optical manipulation.
It is also important to highlight the simple applicability tests conducted
within this work, which mimic possible problems arising in real applications.
Although the results were shown in the framework of the trapping experi-
ments, they are equally relevant and indicative for the other application of
holographic endoscopy. For example, the demonstrated resilience of the probe
to a small displacement of the distal end opens the possibility of using hard
fibre endoscopes not only for anaesthetised but also for immobilised animals,
where motion artefacts are the most crucial technical hurdles in the way of
such experiments, which prevent advanced behavioural studies. Moreover,
heating of the probe, which is unavoidable in in-vivo applications, since the
body temperature of animal models is usually higher than the surrounding
environment, only leads to a change in the focal distance of endoscopic probe,
which can be corrected for on the fly by holographic methods.
Overall, the work presented in the thesis opens new exciting perspectives
for other advanced techniques of modern microscopy including multiphoton,
super-resolution or volumetric techniques to be implemented in-vivo as well
as for extending the possible application of holographic endoscopy beyond
imaging purposes.
The seven-year history of the MMF based imaging development has
brought a significant variety of demonstrated microscopic techniques and
even the first successes in observations in vivo. The number of papers
published in the last two years by groups new to the topic shows a growing
popularity of this subject in the field of photonics.
However, the dream of turning this concept into a versatile imaging tool
for modern biology, like any other interdisciplinary attempts, is impossible
without interest and participation from the other side. The current level of
technology is already sufficient for implementation in, even if only simple, but
real biological studies. Such attempts will allow developing practical engi-
neering solutions, which is usually conceived as the most lengthy and difficult
step in technology translation. Moreover, real applications will also provide a
feedback for adjusting the priorities for further development.
Considering neuroscience as one of the most promising application area for
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ultra-minimally-invasive endoscopy, it is worth paying attention to the appli-
cation of competitive solutions, already applied in the field. For example, the
signal processing in the brain of awake head-restrained animals or develop-
mental studies, where animals with implanted microendoscopes are observed
periodically for a long time. The addressing of such problems is already pos-
sible with the use of fibres, but require the development of purely engineering
solutions for automatic alignment of the position of the optical system with re-
spect to the fibre, which can be done computationally on the side of the SLM,
without any mechanical adjustments in the system.
The popularity of portable, head-fixed miniature microscopes with hun-
dreds of applications in the real neuroscience experiments on imaging and
optogenetics [140] as well as with the successful start-up company (Inscopix)
focused on their production, show a particularly keen interest in studying the
dynamics of neuronal networks in freely moving animals.
This is perhaps one of the most potentially interesting applications of fi-
bre endoscopy in neuroscience, since it allows to overcome resolution limita-
tions of the above-mentioned competitor and there is no need for any relatively
heavy and bulky scanning and recording devices attached to the head of the
animal, which will simplify the implementation and further minimise motion
artefacts as well as the effect on the behaviour of the animal.
The approaches for active bending compensation and developing
the probes with sufficient bending resilience, already mentioned in this
manuscript recently demonstrated the capability of flexible operation of holo-
graphic microendoscopes. Further progress towards practical implementation
of these ideas relies on the development of the fast algorithm for on-the-flight
correction of the transformation matrix.
The footprint minimisation, at the same time, comes at a cost of a field of
view, which in the demonstrated approach limited by the core size. There-
fore, the developed concept might be especially promising for studies of struc-
tural and functional properties of individual cells and require high-resolution
imaging. A good example of this kind of application are studies of long-term
structural dynamics of submicron formations such as neuronal processes [141–
144], which, for example, hold the key for the understanding of brain plastic-
ity and revealing the cellular mechanisms of learning and memory. An addi-
tional direction in potential applications could be found in so-called functional
imaging, which allows studying of signal processing and may greatly benefit
from the high acquisition rates demonstrated in this work. The demonstrated
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scanning speed of about 23 kHz and the ability of random access to any pre-
calibrated focal points provides a means to study the dynamics of calcium ions
in dendrites and synaptic buttons as well as excitatory synaptic transmission
at single synapses [145–150].
Additionally, it is necessary to emphasise the research on implementation
of volumetric imaging techniques in fibre modalities, which would extend an
applicability of the concept to studies of dynamics in neural circuits. More-
over, such studies not only require access to branched in three-dimensional
space cell structures but also necessitate a sufficiently high speed of image in-
terrogation, which could not be achieved through the fibre in a traditional way
of optical sectioning, due to the limited speed of available light modulators.
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25. Čižmár, T. & Dholakia, K. Shaping the light transmission through a mul-
timode optical fibre: complex transformation analysis and applications
in biophotonics. Optics Express 19, 18871–18884 (2011).
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